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Expression of Group B Neisseria meningitidis 
Outer Membrane (MB3) Protein from 
Yeast and Vaccines 



Background of the Invention 

Field of the Invention 

The present invention is in the field of recombinant genetics, protein 
expression, and vaccines. The present invention relates to a method of expressing 
in a recombinant yeast host an outer membrane group B porin protein from 
Neisseria meningitidis. The invention also relates to a vaccine comprising group 
A meningococcal polysaccharide (GAMP), group B meningococcal 
polysaccharide (GBMP) and group C meningococcal polysaccharide (GCMP) 
antigens, together with a pharmaceutical^ acceptable carrier. The invention also 
relates to a method of inducing an immune response in a mammal, comprising 
administering the above-mentioned vaccine to a mammal in an amount sufficient 
to induce an immune response. 

Background Information 

Meningococcal meningitis remains a worldwide problem, and occurs in 
both endemic and epidemic forms (Peltola, H., Rev. Infect. Dis. 5:71-91 (1983); 
Gotschlich, E.C, "Meningococcal Meningitis/' in Bacterial Vaccines, Germanier, 
E., ed., Academic, New York (1984), pp.237-255). Epidemic disease occurs in 



all parts of the world and incidences as high as 500 per 100.000 population have 
been reported. Without antibiotic treatment the mortality is extremely high 
(85%), and even with antibiotics, it remains at approximately 1 0%. In addition, 
patients cured by antibiotic therapy can still suffer serious and permanent 
neurologic deficiencies. These facts together with the emergence of sulfadiazine- 
resistant strains of Neisseria meningitidis promoted the rapid development of a 
commercial vaccine (Peltola, H., Rev. Infect. Dis. 5:71-91 (1983)). 

Neisseria meningitidis is a gram-negative organism that has been 
classified serologically into groups A, B, 29e, Wl 35, Y. and Z (Gotschlich, 
E.C., "Meningococcal Meningitis/ 1 in Bacteria/ Vaccines* Germanier, E., ed.. 
Academic, New York (1984), pp.237-255). Additional groups H, I, and K were 
isolated in China (Ding, S.-Q. et aL J. Biol Stand, 9:307-315 (1981)) and group 
L was isolated in Canada (Ashton, F.E. et aL. J. Clin. Microbiol. 77:722-727 
(1983)). The grouping system is based on the organisms' capsular 
polysaccharides. It was established (Lui, T.-Y. et aL, J. Biol. Chem. 246.2S49- 
2858 (1971)) that the group A polysaccharide is a partially O-acetylated (1-6) 
linked homopolymer of 2-acetamido-2-detoxy-D-mannopyranosyl phosphate, and 
that both groups B and C polysaccharides are homopolymers of sialic acid. 

N meningitidis groups A, B, and C are responsible for approximately 
90% of cases of meningococcal meningitis. Success in the prevention of group 
A and C meningococcal meningitis was achieved using a bivalent polysaccharide 
vaccine (Gotschlich, E.C. et aL, 1 Exp. Med. 129: 1 367-1 384 ( 1 969); Artenstein, 
M.S. et al. t N Engl. J. Med. 252:417-420 (1970)); this vaccine became a 
commercial product and has been used successfully in the last decade in the 
prevention and arrest of major meningitis epidemics in many parts of the world. 
However, there has been a need to augment this vaccine because a significant 
proportion of cases of meningococcal meningitis are due to groups other than A 
and C. Group B is of particular epidemiologic importance, but groups Y and 
W135 are also significant (Cadoz, M. et aL. Vaccine 3:340-342 (1985)). The 
inclusion of the group B polysaccharide in the vaccine has been a special problem 
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(see below); however, a tctravaient vaccine comprising groups A, C W135, and 
Y has proven to be safe and immunogenic in humans (Cadoz, M. et aL Vaccine 
3:340-342 (1985)) and is the currently used meningococcal meningitis vaccine 
(Jennings, H.J., "Capsular Polysaccharides as Vaccine Candidates," in Current 
Topics in Microbiol and Immunol., Jann, D. and Jann, B., eds, Springer- Vcrlag, 
Berlin (1990) Vol 150:97-127). 

The outer membranes of Neisseria species much like other Gram negative 
bacteria are semi-permeable membranes which allow free flow access and escape 
of small molecular weight substances to and from the periplasmic space of these 
bacteria but retard molecules of larger size (Heasley, F.A., ei al y "Reconstitution 
and characterization of the N gonorrhoeae outer membrane permeability barrier," 
in Genetics and Immunobiology of Neisseria gonorrhoeae, Danielsson and 
Normark, eds., University of Umea, Umea, pp. 1 2- 1 5 ( 1 980); Douglas, J.T., et al , 
FEMS Microbiol LetL 72:305-309(1981)). One of the mechanisms whereby this 
is accomplished is the inclusion within these membranes of proteins which have 
been collectively named porins. These proteins are made up of three identical 
polypeptide chains (Jones, R.B., ei aL Infect. Immun. 30:773-780 (1980); 
McDade, Jr. and Johnston, ./. Bacterial 141:\ 183-1191 (1980)) and in their 
native trimer conformation, form water filled, voltage-dependent channels within 
the outer membrane of the bacteria or other membranes to which they have been 
introduced (Lynch, E.C., et aL Biophys, J. 41:62 (1983); Lynch, E.C., et aL 
Biophys. J. 45:104-107 (1984); Young, J.D.E., et aL Proc. Natl Acad ScL USA 
50:3831-3835 (1983); Mauro, A., etal y Proc. Natl Acad Sci. USA 55:1071-1075 
(1988); Young, J.D., et aL Proc. Natl Acad. ScL USA 53:150-154 (1986)). 
Because of the relative abundance of these proteins within the outer membrane, 
these protein antigens have also been used to subgroup both Neisseria 
gonorrhoeae and Neisseria meningitidis into several serotypes for 
epidemiological purposes (Frasch, C.E., et aL Rev. Infect. Dis. 7:504-510 (1985); 
Knapp, J.S., et al, "Overview of epidemiological and clinical applications of 
auxotype/serovar classification of Neisseria gonorrhoeae:' The Pathogenic 
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Neisseriae^ Schoolnik, G.K., ed., American Society for Microbiology, 
Washington, pp. 6-12 (1985)). To date, many of these proteins from both 
gonococci and meningococci have been purified (Heckels, J.E., J. Gen. 
Microbiol 99:333-341 ( 1 977); James and Heckels, J. Immunol Metk 42:223-228 
5 (1 98 1 ); Judd, R.C., Anal Biochem. 1 73:307-3 16(1988); Blake and Gotschlich. 

Infect Immun. 36:277-283 (1982); Wetzler, L.M., et al.J. Exp. Med 765:1883- 
1897 (1988)), and cloned and sequenced (Gotschlich, EC, et al, Proa Natl 
Acad Sci. USA #4:8135-8139 (1987); McGuinness, B., et a/., J. Exp. Med 
777:1871-1882 (1990); Carbonetti and Sparling, Proc. Natl Acad Sci. USA 

10 54:9084-9088 (1987); Feavers, I.ML et al, Infect. Immun. 60:3620-3629 (1992); 

Murakami, K., et al, Infect. Immun. 57:2318-2323 (1989); Wolff and Stern. 
FEMS Microbiol Lett. 53:179-186 (1991 ); Ward, M.J., et aL FEMS Microbiol 
Lett. 73:283-289(1992)). 

The porin proteins were initially co-isolated with lipopolysaccharides 

1 5 (LPS). Consequently, the porin proteins have been termed "endotoxin-associated 

proteins" (Bjornson etaL Infect. Immun. 56:1602-1607 (1988)). Studies on the 
wild type porins have reported that full assembly and oligomerization are not 
achieved unless LPS from the corresponding bacterial strain is present in the 
protein environment (Holzenburg et al, Biochemistry 25:41 87-4193 (1989); Sen 

20 and Nikaido, J. Biol Chem. 266: 1 1 295- 1 1 300 ( 1 99 1 )). 

The meningococcal porins have been subdivided into three major 
classifications which in antedated nomenclature were known as Class 1 , 2, and 
3 (Frasch, C.E., et al, Rev. Infect. Dis. 7:504-510 (1985)). Each meningococcus 
examined has contained one of the alleles for either a Class 2 porin gene or a 

25 Class 3 porin gene but not both (Feavers, LM, et al % Infect. Immun. 60:3620- 

3629 (1992)); Murakami, K., et ai % Infect. Immun. 57:2318-2323 (1989)). The 
presence or absence of the Class 1 gene appears to be optional. Likewise, all 
probed gonococci contain only one porin gene with similarities to either the Class 
2 or Class 3 allele (Gotschlich, E.C., et al. , Proc. Natl Acad. Sci. USA 54:8 1 35- 

30 8139 (1987); Carbonetti and Sparling. Proc. Natl Acad. Sci. USA 5-7:9084-9088 
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(1987)). N. gonorrhoeae appear to completely lack the Class 1 allele. The data 
from the genes that have been thus far sequenced would suggest that all neisseria! 
porin proteins have at least 70% homology with each other with some variations 
on a basic theme (Feavers, I.M., et al, Infect. Immun. 60:3620-3629 (1 992)). It 
has been suggested that much of the variation seen between these neisserial porin 
proteins is due to the immunological pressures brought about by the invasion of 
these pathogenic organisms into their natural host, man. However, very little is 
known about how the changes in the porin protein sequence effect the functional 
activity of these proteins. 

It has been previously reported that isolated gonococcal porins of the 
Class 2 allelic type behave electrophysically somewhat differently than isolated 
gonococcal porins of the Class 3 type in lipid bilayer studies both in regards to 
their ion selectivity and voltage-dependence (Lynch, E.C., et aL % Biophys. J. 
41:62(1 983); Lynch, E.C., et ai , Biophys. J. 45: 1 04- 1 07 ( 1 984)). Furthermore, 
the ability of the different porins to enter these lipid bilayers from intact living 
bacteria seems to correlate not only with the porin type but also with the 
neisserial species from which they were donated (Lynch, E.C., et a/., Biophys. J. 
45: 1 04- 107 (1984)). It would seem that at least some of these functional 
attributes could be related to different areas within the protein sequence of the 
porin. One such functional area, previously identified within all gonococcal 
Class 2-Iike proteins, is the site of chymotrypsin cleavage. Upon chymotrypsin 
digestion, this class of porins lack the ability to respond to a voltage potential and 
close. Gonococcal Class 3-Iike porins as well as meningococcal porins lack this 
sequence and are thus not subject to chymotrypsin cleavage but nonetheless 
respond by closing to an applied voltage potential (Greco, F.. "The formation of 
channels in lipid bilayers by gonococcal major outer membrane protein," thesis. 
The Rockefeller University, New York (1981); Greco, F.. et ai. Fed. Prot\ 
39: 18 13 (1980)). 

As the Neisseria porins are among the most abundant proteins present in 
the outer membrane of these organisms, and as they do not undergo antigenic 



shift during infection (unlike several other major surface antigens), their universal 
presence in both Neisseria meningitidis and Neisseria gonorrhoea, as well as 
their exposure at the surface, make them candidates for components of vaccines 
against these organisms. Patients convalescing from meningococcal disease 
produce anti-porin antibodies, and antibodies elicited by immunization with porin 
proteins are bactericidal to homologous serotypes. Furthermore, within a 
particular epidemiologic setting, most strains causing meningococcal disease 
belong to a limited number of serotypes, notably serotype 2 among strains with 
a class 2 protein and serotype 1 5 among strains with class 3 proteins. Therefore, 
class 2 and 3 proteins are attractive candidates for vaccines. 

The major impediment for such studies has been the ability to easily 
manipulate the porin genes by modem molecular techniques and obtain sufficient 
purified protein to carry out the biophysical characterizations of these altered 
porin proteins. It was early recognized that cloned neisseria) porin genes, when 
expressed in Escherichia co//, were lethal to the host E. coli (Carbonetti and 
Sparling, Proc. Natl. Acad Sci. USA 5-/:9084-9088 (1987); Carbonetti, N.H., 
et a/., Proc. Natl. Acad Sci USA 53:6841-6845 (1988); Barlow, A.K., et a/.. 
Infect. Immun. 55:2734-2740 (1987)). Thus, many of these genes were cloned and 
sequenced as pieces of the whole gene or placed into low copy number plasmids 
under tight expression control (Carbonetti, N.H., et «/., Proc. Nati Acad. Sci. 
USA 55:6841-6845 (1988)). Under these conditions, even when the entire porin 
gene was expressed, very little protein accumulated that could be further purified 
and processed for characterization. 

Another tack to this problem which has met with a modicum of success 
has been to clone the porin genes into a low copy, tightly controlled expression 
plasmid, introduce modifications to the porin gene, and then reintroduce the 
modified sequence back into Neisseria (Carbonetti, N.H., et al. . Proc. Natt. Acad. 
Sci USA 55:6841-6845 (1988)). However, this has also been fraught with 
problems due to the elaborate restriction endonuclease system present in 
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Neisseria, especially gonococci (Davies. J.K., Clin. Microbiol. Rev. 2.S78-S82 
(1989)). 

While a vaccine comprising neisserial porin has long been sought, an 
effective meningococcal polysaccharide vaccine which would give complete 
coverage to all serogroup organisms and to all humans is also needed. Several 
serious problems remain in the development of such a broad range polysaccharide 
vaccine. First, it has been established that although the group A and C 
polysaccharides are efficacious in adults and older children, their effectiveness 
in infants has only been marginal (Goldschneider, I., et al t J. Infect. Dis. 
725:769-776 (1973); Gotschlich, E.C., et al., "The Immune Responses to 
Bacterial Polysaccharides in Man," In: Antibodies in Human Diagnosis and 
Therapy, Haber, E. and Krause, R.M., eds.. Raven, New York (1977), pp. 391- 
402). Second, the group B meningococcal polysaccharide is only poorly 
immunogenic in man (Wyle, F.A., et al, J. Infect. Dis. 726:514-521 (1972)). A 
third problem is the tendency for multivalent vaccines to be less immunogenic 
than each component would be if administered individually (Insel, R.A., 
"Potential alterations in immunogenicity by combining or simultaneously 
administering vaccine components," In: Annals of the New York Academy of 
Sciences. Vol. 754. Combined Vaccines and Simultaneous Administration; 
Current Issues and Perspectives, Williams. J.C., et al. eds, New York Academy 
of Sciences, New York (1993), pp. 35-47; Clemens, J., et ai, "Interactions 
between PRP-T vaccine against Haemophilus influenzae type b and conventional 
infant vaccines: lessons for future studies of simultaneous immunization and 
combined vaccines," In: Annalsof the New York Academy of Sciences, Vol 754. 
Combined Vaccines and Simultaneous' Administration: Current Issues and 
Perspectives, Williams, J.C., et al. eds, New York Academy of Sciences, New 
York (1993), pp. 255-266; Paradise P.R., et al. Pediatrics 92^:827-832 
(1993)). 

Presently available vaccines against group A and C N. meningitidis are 
poorly immunogenic in human infants (age two and under) because, in contrast 



to the immunity generated by most antigens, a polysaccharide-specific immune 
response in infants is T-cell-independent. In the absence of T-cell involvement, 
an immune response is of short duration. More importantly, no memory is 
demonstrable, so no "booster" reactions occur. Furthermore, antibody affinity 
maturation does not occur. These deficiencies are due to the inability of 
polysaccharides to specifically bind to T-cells. Presumably, the structural 
features required for association with a T-cell receptor do not exist in the majority 
of polysaccharides. Because of the T-cell independent nature of the immune 
response, the antibody response to a polysaccharide in infants is limited to 
antibodies of the IgM isotype; the isotype switching necessary for production of 
non-IgM antibodies requires T-cell involvement. Polysaccharide antigens present 
less of a problem in more mature humans (over age two), as they are able to 
induce antibodies of the IgG isotype as well as IgM (Yount et aL. J. Exp. Med 
727:633-646(1968)). 

The group B meningococcal polysaccharide is even less immunogenic in 
humans of all ages than other polysaccharides. Two major explanations have 
been proposed to account for this characteristic (Jennings, H.J., Adv. Carhohydr. 
Cham. Biochem. ¥7:155-208 (1983); Lifely, M.R. et aL. Vaccine 5:11 -26 (1987)). 
One is that the group B meningococcal polysaccharide, an a-(2-*8)-linked sialic 
acid homopolymer, is rapidly depolymerized in human tissue because of the 
action of neuraminidase. The other is that the structure is recognized as "self by 
the human immune system and in consequence, the production of antibody 
specific for this structure is suppressed. The weight of evidence is in favor of the 
latter explanation because a neuraminidase-sensitive variant of the group C 
meningococcal polysaccharide [an a-(2-+9)-l inked sialic acid homopolymer] still 
proved to be highly immunogenic in man (Glode, M.P. et aL, J. Infect. Dis. 
i 39:52-59 (1979)). In addition it was demonstrated that conjugation of the group 
B polysaccharide to a protein carrier (tetanus toxoid) through its terminal 
nonreducing sialic acid, which stabilizes the polysaccharide to neuraminidase, did 
not result in any significant enhancement in its immunogenicity (Jennings, H.J. 
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and Lugowski, C, J. Immunol. 727:101 1-1018 (1981)). The above observations 
are consistent with a theory that the immune mechanism avoids the production 
of antibody having a specificity for the a-(2->8)-Iinked sialic acid residues. This 
theory was further confirmed by the identification of a-(2-+8)-linked sialic acid 
residues in the oligosaccharides of human and animal tissue. A novel approach 
to overcoming the poor immunogenicity of the group B polysaccharide has been 
to modify it chemically. 

The T-cell independent quality of polysaccharide antigens in infant 
humans can be overcome by conjugating (covalently coupling) the polysaccharide 
to a protein carrier. The capsular polysaccharides of the bacteria primarily 
responsible for postneonatal meningitis have been conjugated to protein carriers; 
these include type b K influenzae (Schneerson, R. ei aL J- Exp. Med 752:361- 
376 (1980); Anderson, P. W., Infect Immun. 59:233-238 (1983); Marburg, S. ei 
aL J. Am. Chem. Soc. 70^:5282-5287 (1986)), group A (Jennings, H.J. and 
Lugowski, C, J. Immunol. 127: 1 0 1 1 -1 0 1 8 ( 1 98 1 )) ; Beuvery , E.C. el aL Vaccine 
7:31-36(1 983)), B (Jennings, H. J. and Lugowski, C, J. Immunol. 127: 1 0 1 1 - 1 0 1 8 
(1981)), and C (Jennings, H.J. and Lugowski, C, J. Immunol. 727:101 1-1018 
(1981)); Beuvery, E.C. ei aL Infect. Immun. 40:39 -45 (1983)) N. meningitidis. 
and type 6A Strep, pneumoniae (Chu, C. el aL. Infect. Immun. -/0:245-256 
(1983)). For the choice of carrier protein most investigators have used tetanus 
toxoid or diphtheria toxoid, two proteins currently used as infant vaccines. A 
recent innovation on this theme has been the use of a mutant-derived diphtheria 
toxin (CRM I97 ) (Anderson, P.W., Infect. Immun. 59:233-238 (1983)) which is 
nontoxic. The significance of this protein is that because it does not require 
detoxifying by treatment with formaldehyde, all its amino groups remain 
underivatized, which greatly facilitates the conjugation process. 

The use of other potential bacterial proteins as carriers has not been 
extensively explored. However, a serotype outer member protein of N. 
meningitidis has been used as a protein carrier (Marburg, S. ef aL J. Ant Chem. 
Soc. 70£:5282-5287(1986)). 
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In light of the foregoing, it will be clear that there is a significant need for 
a process by which large quantities of the outer membrane group B porin proteins 
of N. meningitidis can be obtained. It will also be clear that a need exists for a 
polysaccharide vaccine which would give complete coverage to the three major 
serogroups of N. meningitidis, groups A, B and C, and which would provide 
immunity against these organisms to both infants and more mature humans. 

Summary of the Invention 

It is a general object of the invention to provide a method of expressing 
in yeast the meningococcal group B porin proteins, in particular, the class 3 porin 
protein. 

It is a specific object of the invention to provide a method of expressing 
the outer membrane meningococcal group B porin protein or a fusion protein 
thereof in yeast, comprising: 

(a) cloning into a plasmid having a selectable marker a gene coding 
for a protein selected from the group consisting of: 

(i) a mature porin protein 

(ii) a fusion protein which is a mature porin protein fused 
to a yeast secretion signal peptide; 

wherein said gene is operably linked to a yeast promoter; 

(b) transforming said plasmid containing said gene into a yeast strain; 

(c) selecting the transformed yeast by growing said yeast in a culture 
medium allowing selection of said transformed yeast; 

(d) growing the transformed yeast, and 

(e) inducing expression of said protein to give yeast containing 
said protein; 

wherein the protein so expressed comprises more than about 2% of the total 
protein expressed in said yeast. 
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It is another specific object of the invention to provide a method of 
expressing a mature porin protein or fusion protein thereof, wherein the protein 
so expressed comprises about 3-5% of the total protein expressed in yeast. 

It is yet another specific object of the invention to provide a method of 
expressing a mature porin protein wherein the protein is the Neisseria 
meningitidis outer membrane meningococcal group B porin protein (MB3). 

It is another specific object of the invention to provide a method of 
expressing a mature porin protein or fusion protein thereof, wherein the yeast 
promoter is the AOX1 promoter. 

It is another specific object of the invention to provide a method of 
expressing the outer membrane meningococcal group B porin protein or a fusion 
protein thereof in yeast, wherein the yeast secretion signal peptide is selected 
from the group consisting of the secretion signal of the S. cerevisiae a-mating 
factor prepro-peptide and the secretion signal of the P. pasioris acid phosphatase 
gene (PHO). 

It is yet another specific object of the invention to provide a method of 
expressing MB3 or a fusion protein thereof in yeast as described above, wherein 
the plasmid is selected from the group consisting of pHIL-D2, pHIL-Sl, pPIC9 
and pPIC9K. 

It is a further specific object of the invention to provide a method of 
expressing the above-described meningococcal group B porin protein or fusion 
protein wherein at least one codon of the 5' region of the gene encoding said 
protein has been changed so as to be optimized for yeast codon usage. 

It is still a further specific object of the invention to provide a method of 
expressing the above-described meningococcal group B porin protein or fusion 
protein wherein the 5' region of the gene encoding said protein comprises a 
nucleotide sequence that incorporates codons optimized for P. pasioris codon 
usage. 

It is another specific object of the invention to provide a method as 
described above wherein the codon changes are selected from the group of 
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changes consisting of: (GTT to GTC at positions 4-6 of the native sequence), 
(ACC to ACT at positions 7-9 of the native sequence), (CTG to TTG at positions 
10-12 of the native sequence), (GGC to GGT at positions 16-1 8 of the native 
sequence), (ACC to ACT at positions 19-21 of the native sequence), (ATC to 
ATT at positions 22-24 of the native sequence), (AAA to AAG at positions 25-27 
of the native sequence), (GCC to GCT at positions 28-30 of the native sequence), 
(GGC to GGT at positions 31-33 of the native sequence), (GTA to GTT at 
positions 34-36 of the native sequence), (GAA to GAG at positions 37-39 of the 
native sequence); wherein said positions are numbered from the first nucleotide 
of the native nucleotide sequence encoding said protein. 

It is another specific object of the invention to provide a method as 
described above wherein the 5' region of the gene includes codons optimized for 
P. pastoris codon usage, and wherein the nucleotide sequence is SEQ ID NO: 26. 

It is another specific object of the invention to provide a method of 
expressing the above-mentioned protein wherein the yeast secretes the protein or 
fusion protein. 

It is another specific object of the invention to provide a method of 
expressing the above-mentioned protein wherein the vector from which the 
secreted protein is expressed is selected from the group consisting of pHlL-Sl , 
pPIC9, and pPIC9K. 

It is another specific object of the invention to provide a method of 
purifying insoluble, intracellular outer membrane meningococcal group B porin 
protein or fusion protein thereof obtained according to the invention comprising: 

(a) lysing the yeast described above which has expressed the 
protein to release said protein as an insoluble membrane bound 
fraction; 

(b) washing the insoluble material obtained in step (a) with 
buffers to remove contaminating yeast cellular proteins; 

(c) suspending and dissolving said insoluble fraction obtained 
in step (b) in aqueous solution of denaturant: 
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(d) diluting the solution obtained in step (c) with a detergent; 
and 

(e) purifying said protein by gel filtration and ion exchange 
chromatography. 

It is-another specific object of the invention to provide a method of 
purifying the outer membrane meningococcal group B porin protein or fusion 
protein thereof obtained according to the invention comprising: 

(a) centrifuging the yeast culture described above which has 
expressed the protein to isolate the protein as soluble secreted 
material; 

(b) removing contaminating yeast culture impurities from 
the soluble secreted material obtained in step (a) by precipitating 
said impurities with about 20% cthanol, wherein the soluble 
secreted material remains in the soluble fraction; 

(c) precipitating the secreted material from the soluble fraction 
of step (b) with about 80% ethanol; 

(d) washing the precipitated material obtained in step (c) with 
a buffer to remove contaminating yeast secreted proteins; 

(e) suspending and dissolving the precipitated material 
obtained in step (d) in an aqueous solution of detergent; and 

(f) purifying the protein by ion exchange chromatography. 
It is a further specific object of the invention to provide a yeast host cell 

that contains a gene coding for a protein selected from the group consisting of: 

(a) a mature porin protein 

(b) a fusion protein which is a mature porin protein fused to a 
yeast secretion signal peptide; 

wherein said gene is operably linked to a yeast promoter. 

It is still another specific object of the invention to provide a yeast host 
cell as described above which is capable of expressing the Neisseria meningitidis 
mature outer membrane class 3 protein of serogroup B (MB3). 
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It is still another specific object of the invention to provide a yeast host 
cell as described above wherein the yeast promoter is the AOX1 promoter. 

It is another object of the invention to provide a vaccine comprising group 
A meningococcal polysaccharide (GAMP), group B meningococcal poly- 
saccharide (GBMP), and group C meningococcal polysaccharide (GCMP) 
antigens, together with a pharmaceutical^ acceptable carrier. 

It is still another specific object of the invention to provide a method of 
inducing an immune response in a mammal, comprising administering to a 
mammal the above-described vaccine in an amount sufficient to induce an 
immune response in a mammal. 

Further objects and advantages of the present invention will be clear from 
the description that follows. 

Brief Description of the Drawings 

Figure 1 : A diagram showing the sequencing strategy of the PorB gene. 
The PCR product described in Example 1 (Materials and Methods section) was 
ligated into the BamHhXhol site of the expression plasmid pET-1 7K The initial 
double stranded primer extension sequencing was accomplished using 
oligonucleotide sequences directly upstream of the BamH\ site and just 
downstream of the Xho\ site within the pET-1 7b plasmid. Additional sequence 
data was obtained by making numerous deletions in the 3' end of the gene, using 
exonuclease IH/mung bean nuclease reactions. After religation and 
transformation back into E. coli, several clones were selected on size of insert and 
subsequently sequenced. This sequencing was always from the 3' end of the gene 
using an oligonucleotide primer just downstream of the Bpu\ 1021 site. 

Figure 2: A gel electrophoresis showing the products of the PCR reaction 
(clectrophoresed in a 1 % agarose using TAE buffer). 

Figures 3A and 3B. Fig. 3A: SDS-PAGE analysis of whole cell lysates 
of E. coli hosting the control pET-17b plasmid without inserts and an E. coll 
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clone harboring pET-17b plasmid containing an insert from the obtained PCR 
product described in the materials and methods section. Both cultures were 
grown to an O.D. of 0.6 at 600 nm, IPTG added, and incubated at 37°C for 2 hrs. 
1.5 mis of each of the cultures were removed, centrifuged, and the bacterial pellet 
solubilized in 100 pi of SDS-PAGE preparation buffer. Lane A shows the 
protein profile obtained with 10 pi from the control sample and Lanes B (5 pi) 
and C (10 pi) demonstrate the protein profile of the E. coli host expressing the 
PorB protein. Fig. 3B: Western blot analysis of whole cell lysates of E. coli 
harboring the control pET-1 7b plasmid without insert after 2 hrs induction with 
IPTG, Lane A, 20 pi and a corresponding E. coli clone containing a porB-pET- 
17b plasmid, Lane B, 5 pi; Lane C, 10 pi; and Lane D, 20 pi. The monoclonal 
antibody 4D1 1 was used as the primary antibody and the western blot developed 
as described. The pre-stained low molecular weight standards from BRL were 
used in each case. 

Figure 4: The nucleotide sequence and the translated amino acid sequence 
of the mature PorB gene cloned into the expression plasmid pET-1 7b. The two 
nucleotides which differ from the previously published serotype 1 5 PorB are 
underlined. 

Figure 5: A graph showing the Sephacryl S-300 column elution profile 
of both the wild type Class 3 protein isolated from the meningococcal strain 8765 
and the recombinant Class 3 protein produced by BL21(DE3) -AompA £ coli 
strain hosting the r3pET-l 7b plasmid as monitored by absorption at 280nm and 
SDS-PAGE analysis. The void volume of the column is indicated by the arrow. 
Fractions containing the meningococcal porin and recombinant porin as 
determined by SDS-PAGE are noted by the bar. 

Figure 6: A graph showing the results of the inhibition EL1SA assays 
showing the ability of the homologous wild type (wt) PorB to compete for 
reactive antibodies in six human immune sera. The arithmetic mean inhibition 
is shown by the bold line. 
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Figure 7: A graph showing the results of the inhibition ELISA assays 
showing the ability of the purified recombinant PorB protein to compete for 
reactive antibodies in six human immune sera. The arithmetic mean inhibition 
is shown by the bold line. 
5 Figure 8: A graph showing a comparison of these two mean inhibitions 

obtained with the wt and recombinant PorB protein. 

Figure 9A and 9B: The nucleotide sequence and the translated amino acid 
sequence of the mature class II porin gene cloned into the expression plasmid 
pET-17b. 

10 Figure 10A and 10B: The nucleotide sequence and the translated amino 

acid sequence of the fusion class II porin gene cloned into the expression plasmid 
pET-17b. 

Figure 1 1 (panels A and B): Panel A depicts the restriction map of the 
pET-1 7b plasmid. Panel B depicts the nucleotide sequence between the Bglll and 

15 Xhol sites of pET-17b. The sequence provided by the plasmid is in normal print 

while the sequence inserted from the PCR product are identified in bold print. 
The amino acids which are derived from the plasmid are in normal print while the 
amino acids from the insert are in bold. The arrows demarcate where the 
sequence begins to match the sequence in Figure 4 and when it ends. 

20 Figure 1 2: A graph showing the level of expression of MB3 for clone pnv 

322, where the expression vector used is pHIL-D2. The level of MB3 expressed 
is depicted as mg of insoluble MB3 per gram of cell pellet per unit time. 

Figure 13A: The DNA sequence and translated amino acid sequence of 
pNV15 (MB3 in pET24a) before codon preference optimization. 

25 Figure 13B: The DNA sequence and translated amino acid sequence of 

Men.Class3 opt. (MB3 optimized for yeast codon preference). 

Figures 14A and 14B: Graphs showing the elution of MB3 from a size 
exclusion column. MB3 expressed in an intracellular form was purified by a 
denaturation/renaturation protocol, followed by gel filtration and ion exchange 

30 chromatography. The resultant purified protein exhibited by size exclusion 
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chromatography an elution profile which resembles the recombinant class 3 
protein overexpressed in £ coli y and both give the same elution profile as the 
native wild-type counterpart. This indicates that MB3 refolds and oligomerizes, 
achieving full native conformation. 14(A): the elution profile of MB3; 14(B): the 
elution profile of class 3 protein expressed and refolded from E. coll inclusion 
bodies. 

Figure 15: A graph showing the size exclusion chromatography of 
purified MB3 on a Superose 12 (Pharmacia) column connected to an HPLC 
(Hewlett Packard model 1 090). Based on the comparison of MB3 with the native 
wild-type counterpart, as well as calibration using molecular weight standards 
(designated as arrows), the elution profile is indicative of trimeric assembly. 
Molecular weight markers are: 1 = thyroglobulin (670,000); 2 = gammaglobulin 
(158,000); 3 = myoglobin (17,000). 

Figures 16A, 16B and 16C: The DNA sequence of clone pnv 322. This 
clone has the MB3 gene inserted into the EcoRl site of the Invitrogen expression 
vector pHIL-D2. MB3 is thus inserted directly downstream from the AOXI 
promoter. This construct allows intracellular expression. Vector sequences are 
shown in upper case letters, while the MB3 sequence is given in lower case 
letters. 

Figures 1 7A, 1 7B and 1 7C: The DNA sequence of clone pnv 3 1 8. This 
clone has the MB3 gene inserted into the XhoI-BamHI sites of the Invitrogen 
expression vector pHIL-Sl . MB3 is thus inserted directly downstream from the 
PHOl leader peptide, in frame with the secretion signal open reading frame for 
secretion of expressed protein. Vector sequences are shown in upper case letters, 
while the MB3 sequence is given in lower case letters. 

Figures 18A, 18B and 18C: The DNA sequence of clone pnv 342. This 
clone has the MB3 gene inserted into the EcoRl-AvrU sites of the Invitrogen 
expression vector pPIC-9. MB3 is thus inserted directly downstream from the 
secretion signal of a-factor prepro peptide, for secretion of expressed protein. 
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Veclor sequences are shown in upper case letters, while the MB3 sequence is 
given in lower case letters. 

Figures 19A, 19B and 19C: The DNA sequence of clone pnv 350. This 
clone has the MB3 gene inserted into the EcoR\-AvrIl sites of the Invitrogen 
expression vector pPIC-9K. MB3 is thus inserted directly downstream from the 
secretion signal of a-factor prepro peptide, for secretion of expressed protein. 
Vector sequences are shown in upper case letters, while the MB3 sequence is 
given in lower case letters. 

Figure 20: A graph showing the absorbance spectra (electropherogram) 
of GAMP, TT-monomer, and GAMP-TT conjugate. 

Figure 21 : A graph showing the absorbance spectra (electropherogram) 
of GCMP, TT-monomer, and GCMP-TT conjugate. 

Figure 22: A graph showing the A-speciflc IgG ELISA titer elicited by 
monovalent (A) and trivalent (A/B/C) meningococcal conjugate vaccines in mice. 

Figure 23: A graph showing the B-specific IgG ELISA titer elicited by 
monovalent (A) and trivalent (A/B/C) meningococcal conjugate vaccines in mice. 

Figure 24: A graph showing the C-specific IgG ELISA titer elicited by 
monovalent (C) and trivalent (A/B/C) meningococcal conjugate vaccines in mice. 

Figure 25: A graph showing the A-specific bacteriocidal activity elicited 
by monovalent (A) and trivalent (A/B/C) meningococcal conjugate vaccines in 
mice. 

Figure 26: A graph showing the B-specific bacteriocidal activity elicited 
by monovalent (A) and trivalent (A/B/C) meningococcal conjugate vaccines in 
mice. 

Figure 27: A graph showing the C-specific bacteriocidal activity elicited 
by monovalent (A) and trivalent (A/B/C) meningococcal conjugate vaccines in 
mice. 
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Detailed Description of the Invention 

It is possible to overcome some of the difficulties involved in expressing 
and purifying the outer membrane group B porin proteins of N. meningitidis from 
E. coli. The DNA sequences of the mature porin proteins, e.g. class 2 and class 
3 as well as fusions thereof, were amplified using the chromosome of the 
meningococcal bacteria as a template for the PCR reaction. The amplified porin 
sequences were ligated and cloned into an expression vector containing the T7 
promoter. E. coli strain BL21 lysogenic for the DE3 lambda phage (Studier and 
Moffatt, J. Mol Biol 189: 1 1 3-1 30 (1 986)), modified to eliminate the ompA gene, 
was selected as one expression host for the pET-1 7b plasmid containing the porin 
gene. Upon induction, large amounts of the meningococcal porin proteins 
accumulated within £. coli without any obvious lethal effects to the host 
bacterium. The expressed meningococcal porin proteins were extracted and 
processed through standard procedures and finally purified by molecular sieve 
chromatography and ion exchange chromatography. As judged by the protein 
profile from the molecular sieve chromatography, the recombinant 
meningococcal porins eluted from the column as trimers. To be certain that no 
PCR artifacts had been introduced into the meningococcal porin genes to allow 
for such high expression, the inserted PorB gene sequence was determined. 
Inhibition ELISA assays were used to give further evidence that the expressed 
recombinant porin proteins had renatured into their natural antigenic and trimer 
conformation. 

As an alternative to the bacterial E. coli host system. Meningococcal B 
Class 3 porin protein (MB3) may be expressed in yeast. A preferred host is the 
methylotrophic yeast Pichia pasiohs. which may be transformed with the Pichia 
Expression Kit developed by Invitrogen. Yeasts are attractive hosts for the 
production of heterologous proteins. Unlike prokaryotic systems, their eukaryotic 
subcellular organization enables them to carry out many of the post-translational 



WO 97/28273 



PCT/US97/01687 



-20- 

folding, processing and modification events required to produce "authentic" and 
bioactive proteins. As a eukaryote, Pichia pastoris has many of the advantages 
of a higher eukaryotic expression system, while being as easy to manipulate as 
E. coli or Saccharomyces cerevisiae. As a yeast, it shares the advantages of 
molecular and genetic manipulations with Saccharomyces, and it has the added 
advantages of 10- to 100-fold higher heterologous protein expression levels and 
the protein processing characteristics of higher eukaryotes. 

Expression in Pichia also provides advantages compared to expression in 
other yeast strains because Pichia does not tend to hyperglycosylate proteins as 
does S. cerevisiae. Further, proteins expressed and modified in Pichia may be 
more useful therapeutically than those produced by S cerevisiae, as 
oligosaccharides added by Pichia lack the a 1, 3 glycan linkages which are 
believed to be primarily responsible for the hyper-antigenic nalure of proteins 
produced by S. cerevisiae. Several vaccine antigens have been produced in yeast 
cells, including hepatitis B surface antigen which is in clinical use (Cregg et aL, 
Bio/Technology 77:905-910 (1993)). 

Unlike the porin proteins of E. coli and a few other gram negative 
bacteria, relatively little is known about how changes in the primary sequence of 
porins from Neisseria effect their ion selectivity, voltage dependence, and other 
biophysical functions. Recently, the crystalline structure of two £. coli porins, 
OmpF and PhoE, were solved to 2.4A and 3.0A, respectively (Cowan, S.W., 
et al. 9 Nature 358:727-733 (1992)). Both of these E. coli porins have been 
intensively studied owing to their unusual stability and ease with which molecular 
genetic manipulations could be accomplished. The data obtained for the genetics 
of these two porins correlated well with the crystalline structure. Although it has 
been shown in several studies using monoclonal antibodies to select neisserial 
porins that the surface topology of Neisseria closely resembles that of these two 
£. coli porins (van der Ley, P., et al, Infect, tmmun. 59:2963-2971 (1991)), 
almost no information is available about how changes in amino acid sequences 
in specific areas of the neisserial porins effect their biophysical characteristics, 
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as is known about the E. coli porins (Cowan, S.W., et al.. Nature 358:727-733 
(1992)). 

Two of the major problems impeding this research are: (1) the inability 
to easily manipulate Neisseria genetically by modern molecular techniques and 
5 (2) the inability to express sufficient quantities of neisseria! porins in E. coli or 

yeast for further purification to obtain biophysical and biochemical 
characterization data. In fact, most of the DN A sequence data on gonococcal and 
meningococcal porins have been obtained by cloning overlapping pieces of the 
porin gene and then reconstructing the information to reveal the entire gene 

10 sequence (Gotschlich, E.C, et al, Proc. Nati Acad. ScL USA W:8135-8139 

(1987); Murakami, K., et aL Infect. Immun. 57:2318-2323 (1989)). Carbonetti 
et al were the first to clone an entire gonococcal porin gene into E. coli using a 
tightly controlled pT7-5 expression plasmid. The results of these studies showed 
that when the porin gene was induced, very little porin protein accumulated and 

15 the expression of this protein was lethal to the E. coli (Carbonetti and Sparling, 

Proc. Nati Acad. ScL USA #4:9084-9088 (1987)). In additional studies. 
Carbonetti etal. {Proc. Nati Acad. ScL USA #5:684 1-6845 (1988)) did show that 
alterations in the gonococcal porin gene could be made in this system in E. coli 
and then reintroduced into gonococci. However, the ease with which one can 

20 make these manipulations and obtain enough porin protein for further 

biochemical and biophysical characterization seems limited. 

Feavers et al have described a method to amplify, by PCR, neisseria! 
porin genes from a wide variety of sources using two synthesized 
oligonucleotides to common domains at the 5' and 3 # ends of the porin genes 

25 respectively (Feavers, I.M., et al s Infect. Immun. 60:3620-3629 (1992)). The 

oligonucleotides were constructed such that the amplified DNA could be forced 
cloned into plasmids using the restriction endonucleases BglW and Xho\. 

Using the Feavers et al PCR system, the DNA sequence of the mature 
PorB protein from meningococcal strain 8765 serotype 15 was amplified and 

30 ligated into the BamW\-Xho\ site of the T7 expression plasmid pET-17b. This 
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placed the mature PorB protein sequence in frame directly behind the T7 
promoter and 20 amino acids of the cj>10 protein including the leader sequence. 
Upon addition of IPTG to a culture of E. coli containing this plasmid, large 
amounts of PorB protein accumulated within the bacteria. A complete 
explanation for why this construction was non-lethal to the £ coli and expressed 
large amount of the porin protein, await further studies. However, one possible 
hypothesis is that by replacing the neisseria! promoter and signal sequence with 
that of the T7 and <j>10 respectively, the porin product was directed to the 
cytoplasm rather than toward the outer membrane. Henning and co-workers have 
reported that when E. coli OmpA protein and its fragments are expressed, those 
products which are found in the cytoplasm are less toxic than those directed 
toward the periplasmic space (Klose. M., et al , J. Biol Chem. 263:13291-13296 
(1988); Klose, M., et al, 1 Biol. Chem. 263: 13297-1 3302 (1988); Freudh R., 
et al. 9 J. Mol Biol 205:771-775 (1989)). Whatever the explanation, once the 
PorB protein was expressed, it was easily isolated, purified and appeared to 
reform into trimers much like the native porin. The results of the inhibition 
ELISA data using human immune sera suggests that the PorB protein obtained 
in this fashion regains most if not all of the antigenic characteristics of the wild 
type PorB protein purified from meningococci. This expression system lends 
itself to the easy manipulation of the neisserial porin gene by modern molecular 
techniques. In addition, this system allows one to obtain large quantities of pure 
porin protein for characterization. In addition, the present expression system 
allows the genes from numerous strains of Neisseria, both gonococci and 
meningococci, to be examined and characterized in a similar manner. 

The Neisseria meningitidis outer membrane class 3 protein from 
serogroup B (MB3) was also expressed in the methylotrophic yeast Pichia 
pastoris by placing the MB3 DN A fragment under the control of the strong P. 
pastoris alcohol oxidase promoter AOXL Upon induction on methanol, strains 
of P. pastoris transformed with the recombinant plasmids produced either a 
native or a fusion MB3 protein, which were reactive with mouse polyclonal 
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antibodies raised against the wild type counterpart. In shaking flask cultures, 
engineered P. pastoris yielded about 1-3 mg of expressed protein per gram of 
pelleted wet cells, or 100-600 mg per liter, which corresponded to 10-15% of the 
yeast cell suspension or about 3-5% of total cellular proteins (Table 4). Full- 
length MB3 DNA was cloned into each of four Pichia Expression Vectors 
developed by Invitrogen. To obtain the expression of monomeric, full size 34 
kDa MB 3 protein, the intracellular pHIL-D2 vector was used. A map of the 
pHIL-D2 vector may be found on p. 19 of the Invitrogen Instruction Manual for 
the Pichia Expression Kit, Version E, the contents of which is hereby 
incorporated by reference. This construct provided maximal expression levels 
(up to 3 mg of MB3 per gram of cells) (Tables 3 and 4 ). The expressed product 
was not secreted, being mainly (95%) insoluble, and it was tightly associated with 
cell membranes. 

To further increase the possibility for the secretion of expressed MB3, 
three other vectors with different secretion signals were also used: the vector 
pHIL-S 1 , which carries a native Pichia pastoris signal sequence from the acid 
phosphatase gene, PHOl, and the vectors pPIC9 and pPIC9K, which carry the 
secretion signal from the S, cerevisiae a-mating factor prepro-peptide. Maps of 
the pHIL-Sl and pPIC9 vectors may be found on pp. 21-22 of the Invitrogen 
Instruction Manual for the Pichia Expression Kit, Version E. It was found that 
the pHIL-Sl/MB3 construct provided the expression of a MB3- PHOl fusion 
polypeptide with an apparent molecular weight of 36.5 kDa. which was partly 
processed to generate mature 34 kDa MB3. About 5-10% of expressed MB3 was 
secreted to the yeast growth medium, and about 40-50% of the 36.5 kDa fusion 
polypeptide was cleaved (Table 4). Pichia recombinants transformed by 
pPIC9/MB3 or pPIC9K/MB3 constructs expressed only MB3 fused with a-factor, 
yielding a fusion polypeptide of approximately 45 kDa. There was no evidence 
of any cleavage or processing of that fusion protein. 

Preliminary studies on the isolation and purification of recombinant MB3 
(pHIL-D2/MB3 containing transformants) suggest that when expressed in P 
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pastoris, MB3 may form trimers under native conditions, and that the native 
protein is resistant to trypsin digestion. These results are similar to those which 
have been observed for the wild-type counterpart. 

An increase in the yield of expressed MB3 may be obtained by using 
5 strains of Pichia which contain multiple copies of the MB3 expression cassette. 

Strains harboring multiple copies exist naturally within transformed cell 
populations at <10% frequency. These strains may be identified either by directly 
screening large numbers of transformants for levels of MB3 expression via SDS- 
PAGE or immunoblotting, or indirectly screening by "dot blot" hybridization to 

10 select for clones containing multiple copies of the MB3 gene (Cregg et al^ 

Bio/Technology //:905-910 (1993)). Alternatively, such multiple integrated 
clones may be constructed by using a new pA0815 vector (Invitrogen), which 
allows cloning of multiple copies of the gene of interest via repeated cassette 
insertion steps {Ibid, at p. 907). Scale-up procedures using a fermenter will 

15 provide higher yeast cell densities and therefore improve the yields of the 

expressed proteins by at least 5-10 times. Optimization of protein expression 
(i.e., growth media composition, buffering capacity, casamino acids 
supplementation, increase of methanol concentration, etc.) may be carried out 
with routine experimentation. 

20 Another way to identify Pichia transformants having multiple copies of 

MB3 takes advantage of the fact that the Pichia expression vector pPIC9K carries 
the kanamycin resistance gene which confers resistance to G418; in other 
respects, pPlC9K corresponds to pPIC9. Spontaneous generation of multiple 
insertion events can then be identified by the level of resistance to G41 8. Pichia 

25 transformants are selected on histidine-deficient medium and screened for their 

level of resistance to G418. An increased level of resistance to G418 indicates 
multiple copies of the kanamycin resistance gene. 

Thus, the present invention relates to a method of expressing an outer 
membrane meningococcal group B porin protein, in particular, the class 2 and 

30 class 3 porin proteins. 
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In one embodiment, the present invention relates to a method of 
expressing the outer membrane meningococcal group B porin protein in £ coli 
comprising: 

(a) transforming £ coli by a vector comprising a selectable marker 
and a gene coding for a protein selected from the group consisting 
of: 

(i) a mature porin protein, and 

(ii) a fusion protein comprising a mature porin protein fused to 
amino acids 1 to 20 or 22 of the T7 gene 4>] 0 capsid protein; 

wherein said gene is operably linked to the T7 promoter; 

(b) growing the transformed £ coli in a culture media containing a 
selection agent, and 

(c) inducing expression of said protein; 

wherein the protein so produced comprises more than about 2% of the total 
protein expressed in the E. coli. 

In a preferred embodiment, the meningococcal group B porin protein or 
fusion protein expressed comprises more than about 5% of the total proteins 
expressed in £ coli. In another preferred embodiment the meningococcal group 
B porin protein or fusion protein expressed comprises more than about 10% of 
the total proteins expressed in £ coli. In yet another preferred embodiment, the 
meningococcal group B porin protein or fusion protein expressed comprises more 
than about 30% of the total proteins expressed in £ coli. 

Examples of plasmids which contain the T7 inducible promotor include 
the expression plasmids pET-17b, pET-1 la, pET-24a-d(+) and pET-9a, all of 
which are commercially available from Novagen (565 Science Drive, Madison, 
WI 5371 1). These plasmids comprise, in sequence, a T7 promoter, optionally a 
lac operator, a ribosome binding site, restriction sites to allow insertion of the 
structural gene and a T7 terminator sequence. See. the Novagen catalogue, paces 
36-43 (1993). 
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In a preferred embodiment, E. coli strain BL21 (DE3) AompA is 
employed. The above mentioned plasmids may be transformed into this strain or 
the wild-type strain BL21(DE3). E. coli strain BL2I (DE3) AompA is preferred 
as no OmpA protein is produced by this strain which might contaminate the 
5 purified porin protein and create undesirable immunogenic side effects. 

The transformed E. coli are grown in a medium containing a selection 
agent, e.g. any P-lactam to which E. coli is sensitive such as ampicillin. The pET 
expression vectors provide selectable markers which confer antibiotic resistance 
to the transformed organism. 
10 High level expression of meningococcal group B porin protein can be 

toxic in £ coli. Surprisingly, the present invention allows E. coli to express the 
protein to a level of at least almost 30% and as high as >50% of the total cellular 
proteins. 

In another embodiment, the present invention relates to a method of 
15 expressing an outer membrane meningococcal group B porin protein in yeast 

comprising: 

(a) ligating into a plasmid having a selectable marker a gene coding 
for a protein selected from the group consisting of : 

(i) a mature porin protein, and 
20 (ii) a fusion protein comprising a mature porin protein fused to 

a yeast secretion signal peptide; 
wherein said gene is operably linked to a yeast promoter; 

(b) transforming the plasmid containing the gene into a yeast strain; 

(c) selecting the transformed yeast by growing said yeast in a culture 
25 medium allowing selection of said transformed yeast; 

(d) growing the transformed yeast, and 

(e) inducing expression of said protein to give yeast containing said 
protein. 

Transformation of the yeast host may be accomplished by any one of 
30 several techniques that are well known by those of ordinary skill in the art. These 
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techniques include direct or liposome-mediated transformation of yeast cells 
whose eel! wall has been partially or completely destroyed to form spheroplasts, 
treatment of the host with alkali cations and PEG, and freeze-thawing combined 
with PEG treatment. (See Weber et ai % Nonconventional Yeasts: Their Genetics 
and Biotechnological Applications, CRC Crit. Rev. Biotechnol 7: 281, 317 
(1988) and the references cited therein, all of which are hereby fully incorporated 
by reference.) 

In another preferred embodiment, the mature porin protein or fusion 
protein expressed comprises more than about 2% of the total protein expressed 
in the yeast host. In yet another preferred embodiment, the mature porin protein 
or fusion protein expressed comprises about 3-5% of the total protein expressed 
in the yeast host. 

In another preferred embodiment, the mature porin protein is the Neisseria 
meningitidis mature outer membrane class 3 protein from serogroup B. 

In another preferred embodiment, the present invention relates to 
performing the above method of expressing the outer membrane meningococcal 
group B porin protein or fusion protein in yeast, wherein said yeast is selected 
from the group consisting of: Saccharomyces cerevisiae, Schizosaccharomyces 
pombe, Saccharomyces uvarum, Saccharomyces carlshergensis. Saccharomyces 
diastaticus, Candida tropicalis, Candida maltosa. Candida parapsiiosis. Pichia 
pastoris. Pichia farinosa t Pichia pinus t Pichia vanrijii, Pichia fermentans, Pichia 
guilliermondii f Pichia stipitis f Saccharomyces telluris, Candida utiiis. Candida 
guilliermondii, Hansenula henricii. Hansenula capsulata. Hansenula 
polymorpha, Hansenula saturnus. Lypomyces kononenkoae, Kluyveromyces 
marxianus. Candida lipolytica. Saccaromycopsis fibidigera, Saccharomycodes 
ludwigii, Saccharomyces kluyveri. Tremella mesenterica, Zygosaccharomyces 
acidofaciens. Zygosaccharomyces fermentati % Yarrom'a lipolytica. and 
Zygosaccharomyces soja. Many of these yeast hosts are available from the 
American Type Culture Collection. Rockville, Md. 
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In another preferred embodiment, the nucleotide sequence of the gene 
encoding the mature porin protein or fusion protein incorporates codons which 
are optimized for yeast codon usage. In yet another preferred embodiment, the 
nucleotide sequence of the gene encoding the mature porin protein which has 
been optimized for yeast codon usage is the nucleotide sequence SEQ ID NO: 26. 

In another preferred embodiment, the yeast secretion signal peptide is 
selected from the group consisting of the secretion signal of the S. cerevisiue ct- 
mating factor prepro-peptide and the secretion signal of the P. pasioris acid 
phosphatase gene. 

In another preferred embodiment, the yeast secretes the protein or fusion 

protein. 

In another preferred embodiment, the yeast promoter to which the gene 
is operably linked is selected from a group consisting of the AOX1 promoter, 
the GAPDH promoter, the PHOS promoter, the glyceraldehyde-3-phosphate 
dehydrogenase (TDH3) promoter, the ADHI promoter, the MFal promoter, and 
the GAL1 0 promoter. Examples of plasmids which contain the AOX1 promoter 
include the expression plasmids pHIL-D2, pHIL-S 1 , pPIC9, and pPIC9K. These 
plasmids comprise, in sequence, an AOX1 promoter, restriction sites to allow 
insertion of the structural gene, an AOX1 transcription termination fragment, an 
open reading frame encoding HIS4 (histidinol dehydrogenase), an ampicillin 
resistance gene, and a CoIEl origin. In addition, plasmids pPIC9 and pPIC9K 
comprise the a-factor secretion signal of S. cerevisiac* and plasmid pHIL-SI 
comprises the PHOl secretion signal of P. pastoris. pPIC9K also includes the 
kanamycin resistance gene, which confers resistance to G418 in Pichia. The 
level of G418 resistance in Pichia transformants can be used to identify cells 
which have undergone multiple insertion events. This occurs at a frequency of 
1-10%. An increased level of resistance to G4I8 indicates the presence of 
multiple copies of the kanamycin resistance gene and of the gene of interest. See 
the Novagene catalogue, Version E, pp. 1 9-22 ( 1 995). 
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ln another preferred embodiment, yeast host strains having a mutation in 
a suitable marker gene which causes the strain to have specific nutritional 
requirements are employed. Expression plasmids carrying a functional copy of 
the mutated gene as well as a copy of the meningococcal group B porin protein 
or fusion protein are then transformed into the yeast host strain, and transformants 
are selected on the basis of their ability to grow on medium lacking the required 
nutrient. Examples of suitable marker genes, followed by their S. cerevisiae 
notation, include the genes encoding imidazole glycerol phosphate 
dehydrogenase (HIS3), beta-isopropylmalatc dehydrogenase (LEU2\ tryptophan 
synthase (TRP5\ argininosuccinate lyase (ARG4\ A'-(5'-phosphoriIosyl) 
anthranilate isomerase (TRP1\ histidinol dehydrogenase (HIS4\ orotidine-5- 
phosphate decarboxylase (URA3), dihydroorotate dehydrogenase (URAJ), 
galactokinase (GAL1), and alpha-aminodipate reductase (LYS2). After 
transformed yeast host cells are selected on the basis of their ability to grow in 
medium lacking the appropriate nutrient, the cells are screened for integration of 
the meningococcal group B porin protein or fusion protein at the correct loci. 
This screening is performed by methods well known to those of ordinary skill in 
the art, for example, by selecting for transformants which grow slowly on 
medium which lacks the nutrient used to confirm transformation and includes 
methanol in order to induce expression of the outer membrane meningococcal 
group B porin protein or fusion protein from the AOX1 promoter. These 
transformants are then grown up in glycerol-containing medium, and expression 
of the meningococcal group B porin protein or fusion protein is then induced by 
the addition of methanol. 

In a more preferred embodiment, P. paslohs host strains GS 1 1 5 or KM7 1 
are employed. These strains have a mutation in the histidinol dehydrogenase 
gene (his4) which prevents them from synthesizing histidine. The expression 
plasmids pHIL-D2, pHIL-Sl, pPIC9, and pPIC9K carry the HIS4 gene which 
complements his4 in the host, allowing selection of transformants on histidine- 
deficient medium. After transformed P. pastoris host cells are selected in 



WO 97/28273 



PCT/US97/01687 



-30- 

histidine-deficient medium, the cells are screened for integration of the 
meningococcal group B porin protein or fusion protein at the correct loci by 
selecting for transformants which grow slowly on his , methanol* plates. These 
transformants, which become mutated at the AOXI locus when the MB3 gene 
inserts into the host genome, arc only capable of slow growth on methanol, as 
they are metabolizing methanol with the less efficient AOX2 gene product. The 
transformants are then grown up in glycerol-containing medium, and expression 
of the meningococcal group B porin protein or fusion protein is then induced by 
the addition of methanol. 

In a most preferred embodiment, the present invention relates to 
performing the above method of expressing the outer membrane meningococcal 
group B porin protein in yeast, wherein said yeast is Pichia pasloris. 

In another preferred embodiment, the present invention relates to a 
vaccine for inducing an immune response in an animal comprising the outer 
membrane meningococcal group B porin protein or fusion protein thereof, 
produced according to the above-described methods, together with a 
pharmaceutical ly acceptable diluent, carrier, or excipient, wherein the vaccine 
may be administered in an amount effective to elicit an immune response in an 
animal to Neisseria meningitidis. In a preferred embodiment, the animal is 
selected from the group consisting of humans, cattle, pigs, sheep, and chickens. 
In another preferred embodiment, the animal is a human. 

In another preferred embodiment, the present invention relates to the 
above-described vaccine, wherein said outer membrane meningococcal group B 
porin protein or fusion protein thereof is conjugated to a meningococcal group B 
capsular polysaccharide (CP). Such capsular polysaccharides may be prepared 
as described in Ashton, F.E. el aL Microbial Pathog. tf:455-458 (1989); 
Jennings, H.J. et al, J, Immunol. I34:265\ (1985); Jennings, H.J. et aL, J. 
Immunol 737:1708-1713 (1986); Jennings, H.J. et aL, 1 Immunol. /V2:3585- 
3591 (1989); Jennings, H.J., "Capsular Polysaccharides as Vaccine Candidates," 
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in Current Topics in Microbiology and Immunology, 750:105-107 (1990); the 
contents of each of which are fully incorporated by reference herein. 

The invention also relates to a vaccine capable of simultaneously inducing 
an immune response against any one of several N. meningitidis serogroups. Thus, 
in another preferred embodiment, the invention relates to a trivalent vaccine 
comprising the capsular polysaccharides from each of three different serogroups 
of N. meningitidis. Specifically, the vaccine of the invention comprises group A 
meningococcal polysaccharide (GAMP), group B meningococcal polysaccharide 
(GBMP), and group C meningococcal polysaccharide (GCMP) antigens, together 
with a pharmaceutical^ acceptable carrier. 

In a preferred embodiment, group A meningococcal polysaccharide 
(GAMP), group B meningococcal polysaccharide (GBMP), and group C 
meningococcal polysaccharide (GCMP) antigens are each conjugated to a protein 
carrier, thus yielding GAMP, GCMP and GBMP polysaccharide antigen 
conjugates. 

Of course, it will be understood by those of ordinary skill that a number 
of carrier proteins will be suitable to be used in the polysaccharide-protein 
conjugates included in the vaccine of the invention. A suitable carrier protein 
will be one which is safe for administration to mammals, and which is 
immunologically effective as a carrier. Safety includes absence of primary* 
toxicity and minimal risk of allergic complications. 

In general, any heterologous protein could serve as a carrier antigen. The 
protein may be, for example, native toxin or detoxified toxin (also termed toxoid). 
In addition, genetically altered proteins which are antigenically similar to toxins 
and yet non-toxic may be produced by mutational techniques well-known to those 
of skill in the art. Such an altered toxin is termed a "cross reacting material," or 
CRM. CRM, 97 is noteworthy, because it differs from native diphtheria toxin at 
only one amino acid residue, and is immunologically indistinguishable from the 
native toxin (Anderson, P.W., Infect. Immun. 39:233-238 (1983)). 
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Ifwill be understood by those of skill in the art that the polysaccharide- 
protein carrier conjugates of the vaccine may be produced by several different 
methods. The types of covalent bonds which couple a polysaccharide to a protein 
carrier, and the means of producing them, are well known to those of skill in the 
5 art. Details concerning the chemical means by which the two moieties can be 

linked may be found in U.S. Patent No. 5,371,197, and 4,902,506, the contents 
of which are herein incorporated by reference in their entirety. One such method 
is the reductive amination process described in Schwartz and Gray (Arch. 
Biochim. Biophys. 7^7:542-549 (1977)). This process involves reacting the 
10 reducing capsular polysaccharide fragment and bacterial toxin or toxoid in the 

presence of cyanoborohydride ions, or another reducing agent. Such a process 
will not adversely affect the toxin or toxoid or the capsular polysaccharide (U.S. 
Patent No. 4,902,506). Such a conjugation process is also described in Examples 
12-14, below. 

15 While tetanus and diphtheria toxins are the prime candidates for carrier 

proteins, owing to their history of safety, there may be overwhelming reasons, 
well known to those of ordinary skill in the art. to use another protein. For 
example, another protein may be more effective as a carrier, or production 
economics may be significant. Other candidates include toxins or toxoids of 

20 pseudomonas, staphylococcus, streptococcus, pertussis and entertoxigenic 

bacteria, including Escherichia coli. A preferred carrier protein to which the 
group B meningococcal polysaccharide may be conjugated is the class 3 porin 
protein (PorB) of group B N. meningitidis. A preferred protein carrier protein 
to which GAMP antigen and GCMP antigen may be conjugated is tetanus 

25 toxoid. 

It is known in the art that the immunogenicity of GBMP is limited in 
humans, and especially in infant humans, and that direct covalent couplings of the 
group B polysaccharide to tetanus toxoid yielded a conjugate which failed to 
induce a significant poly saccharidc-speci fie response in cither rabbits (Jennings, 
30 HJ. and Lugowski, C., J. Immunol. /27:I01I-1 01 8 (1981)) or mice (Jennings. 
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H.J. et aL J. Immunol 737:1708-1713 (1986)). This failure prompted interest in 
the direct chemical modification of the group B polysaccharide. This was done 
with the idea of creating synthetic epitopes capable of modulating the immune 
response in such a way as to produce enhanced levels of cross-reactive B 
polysaccharide-specific antibodies (Jennings, HJ. et aL J. Immunol 13 7: 1708- 
1713 (1986)). 

It will be understood by those of ordinary skill in the art that in selecting 
possible chemical modifications of the group B polysaccharide (Jennings, HJ. et 
aL J- Immunol 7 J 7: 1 708- 1 71 3 (1986)), two factors should be considered. First, 
the chemical modification should be able to be accomplished with facility and 
with the minimum of degradation of the polysaccharide. Second, in order to 
produce cross-reactive B polysaccharide-specific antibodies, the antigenicity of 
the modified polysaccharide to B polysaccharide-specific antibodies should be 
preserved. It will be understood by those of skill in the art that the ideal chemical 
modification of group B polysaccharide will retain both the carboxylate and the 
N-carbonyl groups (Jennings, H.J. et aL J. Immunol 737:1708-1713 (1986)). 
The most preferred modification which satisfies the above criteria is a 
modification wherein the N-acetyl groups of the sialic acid residues of the B 
polysaccharide are removed by strong base and replaced by N-propionyl groups 
(see Examples 6 and 14). 

In a more preferred embodiment, the N-propionylated GBMP is 
subsequently conjugated to a carrier protein. While any carrier protein which 
enhances the immunogenicity of N-propionylated GBMP may be used, a 
preferred protein carrier is the class 3 outer membrane protein of group B N. 
meningitidis (MB3, or PorB). 

Thus, in still another preferred embodiment GBMP antigen is conjugated 
to PorB after having been N-propionylated. 

Preferably, the capsular polysaccharide (CP), which may be group A, B 
or C meningococcal polysaccharide, is isolated according to Frasch. C.E., 
"Production and Control of Neisseria meningitidis Vaccines" in Bacterial 
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Vaccines, Alan R. Liss, Inc., pages 123-145 (1990), the contents of which are 
fully incorporated by reference herein, as follows: 

Grow organisms in modified Franz medium 10 to 20 hrs 

1 Heatkill,55°C, lOmin 
Remove inactivated cells by centrifugation 

i AddCetavlontoO.1% 
Precipitate CP from culture broth 

1 Add calcium chloride to 1 M 
Dissolve CP then centrifuge to remove cellular debris 

1 Add ethyl alcohol to 25% 
Remove precipitated nucleic acids by centrifugation 

i Add ethyl alcohol to 80% 
Precipitate crude CP and remove alcohol 

The crude CP is then further purified by gel filtration chromatography 
after partial depolymerization with dilute acid, e.g. acetic acid, formic acid, and 
trifluoroacetic acid (0.01-0.5 N), to give a mixture of polysaccharides having an 
average molecular weight of 10,000-20,000. Where the CP is GBMP, purified 
GBMP is then N-deacetylated with NaOH in the presence of sodium borohydride 
and N-propionylated to afford N-Pr GBMP. Thus, the CP that may be employed 
in the conjugate vaccines of the present invention may be CP fragments, N- 
deacylated CP and fragments thereof, as well as N-Pr CP and fragments thereof 
so long as they induce active immunity when employed as part of a CP-porin 
protein conjugate (see Examples 6 and 14). 

In a further preferred embodiment, the present invention relates to a 
method of preparing a polysaccharide conjugate comprising: obtaining the 
above-described outer membrane meningococcal group B porin protein or fusion 
protein thereof; obtaining a CP from a Neisseria meningitidis organism; and 
conjugating the protein to the CP. 
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The conjugates of the invention may be formed by reacting the reducing 
end groups of the CP to primary amino groups of the porin by reductive 
amination. The reducing groups may be formed by selective hydrolysis or 
specific oxidative cleavage, or a combination of both. Preferably, the CP is 
conjugated to the porin protein by the method of Jennings ei al. y U.S. Patent No. 
4,356,170, the contents of which are fully incorporated by reference herein, which 
involves controlled oxidation of the CP with periodate followed by reductive 
amination with the porin protein. 

The vaccine of the present invention comprises the meningococcal group 
B porin protein, fusion protein or conjugate vaccine, or the trivalent GAMP. 
GBMP and GCMP vaccine, in an amount effective depending on the route of 
administration. Although subcutaneous or intramuscular routes of administration 
are preferred, the meningococcal group B porin protein, fusion protein or vaccine 
of the present invention can also be administered by an intraperitoneal or 
intravenous route. One skilled in the art will appreciate that the amounts to be 
administered for any particular treatment protocol can be readily determined 
without undue experimentation. Suitable amounts might be expected to fall 
within the range of 2 micrograms of the protein per kg body weight to 100 
micrograms per kg body weight. 

Thus, in a preferred embodiment, the vaccine comprises about 2 \xg of the 
GAMP, GCMP and GBMP polysaccharide antigen conjugates. 

In another preferred embodiment, the vaccine comprises about 5 ng of the 
GAMP, GCMP and GBMP polysaccharide antigen conjugates. 

In yet another referred embodiment, the vaccine comprises about 2 \xg of 
the GAMP and GCMP polysaccharide antigen conjugates, and about 5 ng of the 
GBMP polysaccharide antigen conjugate. 

The vaccine of the present invention may be employed in such forms as 
capsules, liquid solutions, suspensions or elixirs for oral administration, or sterile 
liquid forms such as solutions or suspensions. Any inert carrier is preferably 
used, such as saline, phosphate-buffered saline, or any such carrier in which the 
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meningococcal group B porin protein, fusion protein or conjugate vaccine have 
suitable solubility properties. The vaccines may be in the form of single dose 
preparations or in multi-dose flasks which can be used for mass vaccination 
programs. Reference is made to Remington's Pharmaceutical Sciences, Mack 
5 Publishing Co., Easton, PA, Osol (cd.) (1980); and New Trends and 

Developments in Vaccines, Voller et al (eds.). University Park Press, Baltimore, 
MD (1978), for methods of preparing and using vaccines. 

The vaccines of the present invention may further comprise adjuvants 
which enhance production of porin-specific antibodies. Such adjuvants include, 

10 but are not limited to, various oil formulations such as Freund's complete 

adjuvant (CFA), stearyl tyrosine (ST, see U.S. Patent No. 4,258,029), the 
dipeptide known as MDP, saponin, aluminum hydroxide, and lymphatic cytokine. 

Freund's adjuvant is an emulsion of mineral oil and water which is mixed 
with the immunogenic substance. Although Freund's adjuvant is powerful, it is 

15 usually not administered to humans. Instead, the adjuvant alum (aluminum 

hydroxide) or ST may be used for administration to a human. The meningococcal 
group B porin protein or a conjugate vaccine thereof may be absorbed onto the 
aluminum hydroxide from which it is slowly released after injection. The 
meningococcal group B porin protein or group A, B and C meningococcal 

20 polysaccharide conjugate vaccine may also be encapsulated within liposomes 

according to Fullerton, U.S. Patent No. 4,235,877. 

In another preferred embodiment, the present invention relates to a 
method of inducing an immune response in an animal comprising administering 
to the animal the vaccine of the invention, produced according to methods 

25 described, in an amount effective to induce an immune response. 

In a further embodiment, the invention relates to a method of purifying 
the above-described outer membrane meningococcal group B porin protein or 
fusion protein comprising: lysing the transformed E. coii to release the 
meningococcal group B porin protein or fusion protein as part of insoluble 

30 inclusion bodies; washing the inclusion bodies with a buffer to remove 
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contaminating E. coli cellular proteins; resuspending and dissolving the inclusion 
bodies in an aqueous solution of a denaturant; diluting the resultant solution in 
a detergent; and purifying the solubilized meningococcal group B porin protein 
by gel filtration. 

The lysing step may be carried out according to any method known to 
those of ordinary skill in the art, e.g. by sonication, enzyme digestion, osmotic 
shock, or by passing through a mull press. 

The inclusion bodies may be washed with any buffer which is capable of 
solubilizing the & coli cellular proteins without solubilizing the inclusion bodies 
comprising the meningococcal group B porin protein. Such buffers include but 
are not limited to TEN buffer (50 mM Tris HQ, 1 mM EDTA. 1 00 mM NaCI, pH 
8.0), Tricine, Bicine and HEPES. 

Denaturants which may be used in the practice of the invention include 
2 to 8 M urea or about 2 to 6 M guanidine HC1, more preferably, 4 to 8 M urea 
or about 4 to 6 M guanidine HC1, and most preferably, about 8 M urea or about 
6 M guanidine HC1. 

Examples of detergents which can be used to dilute the solubilized 
meningococcal group B porin protein include, but are not limited to, ionic 
detergents such as SDS and cetavlon (Calbiochem); non-ionic detergents such as 
Tween, Triton X, Brij 35 and octyl glucoside; and zwitterionic detergents such 
as 3,14-Zwittergent, empigen BB and Champs. 

Finally, the solubilized outer membrane meningococcal group B porin 
protein may be purified by gel filtration to separate the high and low molecular 
weight materials. Types of filtration gels include but are not limited to 
Sephacryl-300, Sepharose CL-6B, and Bio-Gel A- 1.5m. The column is eluted 
with the buffer used to dilute the solubilized protein. The fractions containing the 
porin or fusion thereof may then be identified by gel electrophoresis, the fractions 
pooled, dialyzed, and concentrated. 
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Finally, substantially pure (>95%) porin protein and fusion protein may 
be obtained by passing the concentrated fractions through a Q sepharose high 
performance column. 

In another embodiment, the present invention relates to expression of the 
meningococcal group B porin protein gene which is part of a vector which 
comprises the T7 promoter, which is inducible. If a promoter is an inducible 
promoter, then the rate of transcription increases in response to an inducing agent. 
The T7 promoter is inducible by the addition of isopropyl p-D- 
thiogalactopyranoside (IPTG) to the culture medium. Alternatively, the Tac 
promotor or heat shock promotor may be employed. Preferably, the 
meningococcal group B porin protein gene is expressed from the pET-17 
expression vector or the pET-1 1 a expression vector, both of which contain the T7 
promoter. 

The cloning of the meningococcal group B porin protein gene or fusion 
gene into an expression vector may be carried out in accordance with 
conventional techniques, including blunt-ended or stagger-ended termini for 
ligation, restriction enzyme digestion to provide appropriate termini, filling in of 
cohesive ends as appropriate, alkaline phosphatase treatment to avoid undesirable 
joining, and ligation with appropriate ligases. Reference is made to Sambrook 
et ai. Molecular Cloning: A Laboratory Manuals 2nd ed.. Cold Spring Harbor, 
New York, Cold Spring Harbor Laboratory Press (1989), for general methods of 
cloning. 

The meningococcal group B porin protein and fusion protein expressed 
according to the present invention must be properly refolded in order to achieve 
a structure which is immunologically characteristic of the native protein. In yet 
another embodiment, the present invention relates to a method of refolding the 
above-described outer membrane protein and fusion protein comprising: lysing 
the transformed cells to release the meningococcal group B porin protein or 
fusion protein as part of insoluble inclusion bodies; washing the inclusion bodies 
with a buffer to remove contaminating cellular proteins: resuspending and 
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dissolving the inclusion bodies in an aqueous solution of a denaturant; diluting 
the resultant solution in a detergent; and purifying the solubilized meningococcal 
group B porin protein or fusion protein by gel filtration to give the refolded 
protein in the eluant. Surprisingly, it has been discovered that the folded trimeric 
meningococcal group B class 2 and class 3 porin proteins and fusion proteins are 
obtained directly in the eluant from the gel filtration column. 

In another preferred embodiment, the present invention relates to a 
substantially pure refolded outer membrane meningococcal group B porin protein 
and fusion protein produced according to the above-described methods. A 
substantially pure protein is a protein that is generally lacking in other cellular 
Neisseria meningitidis components as evidenced by, for example, electrophoresis. 
Such substantially pure proteins have a purity of >95% ; as measured by 
densitometry on an electrophoretic gel after staining with Coomassie blue or 
silver stains. 

The following examples are illustrative, but not limiting, of the method 
and compositions of the present invention. Other suitable modifications and 
adaptations of the variety of conditions and parameters normally encountered in 
this art which are obvious to those skilled in the art are within the spirit and scope 
of the present invention. 

Examples 

Example 1. Cloning of the Class 3 Porin Protein from Group B 
Neisseria meningitidis 

Materials and Methods 

Organisms: The Group B Neisseria meningitidis strain 8765 (B: 15:P1 ,3) 
was obtained from Dr. Wendell Zollinger (Walter Reed Army Institute for 
Research) and grown on agar media previously described (Swanson, J.L., Infect. 
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Immun. 27:292-302 (1978)) in a candle extinction jar in an incubator maintained 
at 30°C. Escherichia coli strains DME558 (from the collection of S. Benson; 
Silhavy, T.J. et al y "Experiments with Gene Fusions," Cold Spring Harbor 
Laboratory, Cold Spring Harbor, N.Y., 1984), BRE51 (Bremer, E. el al, FEMS 
Microbiol Lett 55:173-178 (1986)) and BL21(DE3) were grown on LB agar 
plates at 37°C. 

PI Transduction: A Pl„, lysate of E. coli strain DME558 was used to 
transduce a tetracycline resistance marker to strain BRE51 (Bremer, E., et ai, 
F EMS Microbiol Lett. 55:173-178 (1986)) in which the entire ompA gene had 
been deleted (Silhavy, T.J., et al^ Experiments with Gene Fusions, Cold Spring 
Harbor Laboratory, Cold Spring Harbor, NY (1984)), Strain DME558, 
containing the tetracycline resistance marker in close proximity of the ompA 
gene, was grown in LB medium until it reached a density of approximately 0.6 
OD at 600 nm. One tenth of a milliliter of 0.5 M CaCL was added to the 10 ml 
culture and 0.1 ml of a solution containing 1 x 10 9 PFU of Pl v/r The culture was 
incubated for 3 hours at 37 °C. After this time, the bacterial cell density was 
visibly reduced. 0.5 ml of chloroform was added and the phage culture stored at 
4°C. Because typically 1-2% of the E. coli chromosome can be packaged in each 
phage, the number of phage generated covers the entire bacterial host 
chromosome, including the tetracycline resistance marker close to the ompA 
gene. 

Next, strain BRE51, which lacks the ompA gene, was grown in LB 
medium overnight at 37°C. The overnight culture was diluted 1 :50 into fresh LB 
and grown for 2 hr. The cells were removed by centrifugation and resuspended 
in MC salts. 0.1 ml of the bacterial cells were mixed with 0.05 of the phage 
lysate described above and incubated for 20 min. at room temperature. 
Thereafter, an equal volume of 1 M sodium citrate was added and the bacterial 
cells were plated out onto LB plates containing 12.5 ug/ml of tetracycline. The 
plates were incubated overnight at 37°C. Tetracycline resistant (12 ug/ml) 
transductants were screened for lack of OmpA protein expression by SDS-PAGE 
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and Western Blot analysis, as described below. The bacteria resistant to the 
antibiotic have the tetracycline resistance gene integrated into the chromosome 
very near where the ompA gene had been deleted from this strain. One particular 
strain was designated BRE-T*. 

A second round of phage production was then carried out with the strain 
BRE-T\ using the same method as described above. Representatives of this 
phage population contain both the tetracycline resistance gene and the OmpA 
deletion. These phage were then collected and stored. These phage were then 
used to infect £ coli BL21(DE3). After infection, the bacteria contain the 
tetracycline resistance marker. In addition, there is a high probability that the 
OmpA deletion was selected on the LB plates containing tetracycline. 

Colonies of bacteria which grew on the plates were grown up separately 
in LB medium and tested for the presence of the OmpA protein. Of those 
colonies selected for examination, all lacked the OmpA protein as judged by 
antibody reactivity on SDS-PAGE western blots. 

SDS-PAGE and Western Blot: The SDS-PAGE was a variation of 
Laemmli's method (Laemmli, U.K., Nature 227:680-685 (1970)) as described 
previously (Blake and Gotschlich, J. Exp. Med /59:452-462 (1984)). 
Electrophoretic transfer to Immobilon P (Millipore Corp. Bedford, MA) was 
performed according to the methods of Towbin et ai (Towbin, II., el al^ Proc 
Natl Acad ScL USA 76:4350-4354 (1979)) with the exception that the paper was 
first wetted in methanol. The Western blots were probed with phosphatase 
conjugated reagents (Blake, M.S., et al , Anafyt. Biochem. 136: 1 75- 1 79 ( 1 984)). 

Polymerase Chain Reaction: The method described by Feavers et ai 
(Feavers, I.M., et al y Infect Immun, 60:3620-3629 (1992)) was used to amplify 
the gene encoding the PorB. The primers selected were primers 33 (GGG GTA 
GAT CTG C AG GTT ACC TTG TAC GGT AC A ATT AAA GC A GGC GT) 
and 34 (GGG GGG GTG ACC CTC GAG TTA GAA TTT GTG ACG CAG 
ACC A AC) as previously described (Feavers, I.M., et ai. Infect. Immun. 
60:3620-3629 (1992)). Briefly, the reaction components were as follows: 
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Meningococcal strain 8765 chromosomal DNA (100 ng/pl), 1 5' and 3' 
primers (1 jiM) 2 \xl each; dNTP (10 mM stocks), 4 (il each; 10 X PCR reaction 
buffer (100 mM Tris HC1, 500 mM KCI, pH 8.3), 10 25 mM MgCl 2 , 6 pi; 
double distilled H 2 0, 62 fil; and Taq polymerase (Cetus Corp., 5 u/pl), 1 The 
5 reaction was carried out in a GTC-2 Genetic Thermocycler (Precision Inst, lnc, 

Chicago, IL) connected to a Lauda 4/K methanol/water cooling system 
(Brinkman Instruments, Inc., Westbury, NY) set at 0°C. The thermocycler was 
programmed to cycle 30 times through: 94 °C, 2 min.; 40°C, 2 min.; and 72 °C, 
3 min. At the end of these 30 cycles, the reaction was extended at 72 °C for 3 min 
10 and finally held at 4°C until readied for analysis on a 1% agarose gel in TAE 

buffer as described by Maniatis (Maniatis, T., el ai* Molecular Cloning, A 
Laboratory Manual, Cold Spring Harbor Laboratory, Cold Spring Harbor, NY 
(1982)). 

Subcloning of the PCR product: The pET-17b plasmid (Novagen, Inc.) 

15 was used for subcloning and was prepared by double digesting the plasmid with 

the restriction endonucleases BamW\ and Xhol (New England Biolabs, Inc., 
Beverly, MA). The digested ends were then dephosphorylated with calf intestinal 
alkaline phosphatase (Boehringer Mannheim, Indianapolis, IN). The digested 
plasmid was then analyzed on a 1% agarose gel, the cut plasmid removed, and 

20 purified using the GeneClean kit (BiolOl , La Jolla, CA). The PCR product was 

prepared by extraction with phenol-chloroform, chloroform, and finally purified 
using the GeneClean Kit (BiolOl). The PCR product was digested with 
restriction endonucleases BglU and Xhol (New England Biolabs, Inc.). The 
DNA was then extracted with phenol-chloroform, precipitated by adding 0. 1 

25 volumes of 3 M sodium acetate, 5 \x\ glycogen (20 |ig/|il), and 2.5 volumes of 

ethanol. After washing the DNA with 70% ethanol (vol/vol), it was redissolved 
in TE buffer. The digested PCR product was ligated to the double digested pET- 
I7b plasmid described above using the standard T4 ligase procedure at 16°C 
overnight (Current Protocols in Molecular Biology, John Wiley & Sons, New 

30 York (1993)). The ligation product was then transformed into the BL21 (DE3)- 
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AompA described above which were made competent by the method of Chung 
etai (Chung, C.T., etai, Proc Natl Acad Set USA 5(5:2172-2175 (1989)). The 
transformants were selected on LB plates containing 50 pg/ml carbenicillin and 
12pg/ml tetracycline. Several transformants were selected, cultured in LB both 
containing carbenicillin and tetracycline for 6 hours at 30 °C. and plasmid gene 
expression inducted by the addition of IPTG. The temperature was raised to 
37°C and the cultures continued for an additional 2 hrs. The cells of each culture 
were collected by centrifugation, whole cell lysates prepared, and analyzed by 
SDS-PAGE and Western Blot using a monoclonal antibody (4D1 1 ) which reacts 
with all neisserial porins. 

Nucleotide Sequence Analysis: The nucleotide sequences of the cloned 
Class 3 porin gene DNA were determined by the dideoxy method using denatured 
double-stranded plasmid DNA as the template as described (Current Protocols 
in Molecular Biology, John Wiley & Sons, New York ( 1 993)). Sequenase II kits 
(United States Biochemical Corp., Cleveland. OH) were used in accordance with 
the manufacturer's instructions. The three synthesized oligonucleotide primers 
(Operon Technologies, Inc., Alameda, CA) were used for these reactions. One 
for the 5' end, which consisted of 5'TCAAGCTTGGTACCGAGCTC and two 
for the 3' end, 5'TTTGTTAGCAGCCGGATCTG and 5' 
CTCAAGACCCGTTTAGAGGCC. Overlapping, nested deletions were made 
by linearizing the plasmid DNA by restriction endonuclease Bpu 1 1021 and the 
ends blunted by the addition of Thio-dNTP and Klenow polymerase (Current 
Protocols in Molecular Biology, John Wiley & Sons, New York (1993)). The 
linearized plasmid was then cleaved with restriction endonuclease Xhoi and the 
exoII/Mung bean nuclease deletion kit used to make 3' deletions of the plasmid 
(Stratagene. Inc., La Jolla, CA) as instructed by the supplier. A map of this 
strategy is shown in Figure 1 . 

Expression and purification of the PorB gene product: Using a sterile 
micropipette tip, a single colony of the BL21 (DE3)-Aom/?A containing the PorB- 
pET-17b plasmid was selected and inoculated into 10 ml of LB broth containing 
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50 ng/ml carbenicillin. The culture was incubated overnight at 30°C while 
shaking. The 10 ml overnight culture was then sterilely added to 1 liter of LB 
broth with the same concentration of carbenicillin, and the culture continued in 
a shaking incubator at 37 °C until the OD^, reached 0.6-1 .0. Three mis of a stock 
5 solution of IPTG (100 mM) was added to the culture and the culture incubated for 

an additional 30 min. Rifampicin was then added (5.88 ml of a stock solution; 
34 mg/ml in methanol) and the culture continued for an additional 2 hrs. The 
cells were harvested by centrifugation at 10,000 rpm in a GS3 rotor for 10 min 
and weighed. The cells were thoroughly resuspended in 3 ml of TEN buffer (50 

10 mM Tris HC1, 1 mM Tris HC1, 1 mM EDTA, 100 mM NaCl, pH 8.0) per gram 

wet weight of cells. To this was added 8 ^1 of PMSF stock solution (50 mM in 
anhydrous ethanol) and 80 fj.1 of a lysozyme stock solution (10 mg/ml in water) 
per gram wet weight of cells. This mixture was stirred at room temperature for 
20 min. While stirring, 4 mg per gram wet weight of cells of deoxycholate was 

15 added. The mixture was placed in a 37°C water bath and stirred with a glass rod. 

When the mixture became viscous, 20 \x\ of DNase I stock solution (1 mg/ml) 
was added per gram weight wet cells. The mixture was then removed from the 
water bath and left at room temperature until the solution was no longer viscous. 
The mixture was then centrifuged at 15,000 rpm in a SS-34 rotor for 20 min at 

20 4°C. The pellet was retained and thoroughly washed twice with TEN buffer. 

The pellet was then resuspended in freshly prepared TEN buffer containing 0.1 
mM PMSF and 8 M urea and sonicated in a bath sonicator (Heat Systems, Inc., 
Plain view, NY). The protein concentration was determined using a BCA kit 
(Pierce, Rockville, IL) and the protein concentration adjusted to less than 10 

25 mg/ml using the TEN-urea buffer. The sample was then diluted 1 : 1 with 1 0% 

(weight/vol) Zwittergent 3,14 (Calbiochem, La Jolla, CA), sonicated, and loaded 
onto a Sephacryl S-300 molecular sieve column. The Sephacryl S-300 column 
(2.5 cm x 200 cm) had previously equilibrated with 100 mM I ris HCL 200 mM 
NaCl, 10 mM EDTA, 0.05% Zwittergent 3,14, and 0.02% azide, pH 8.0. The 

30 column flow rate was adjusted to 8 ml/hr and 1 0 ml fractions were collected. The 
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OD 280 of each fraction was measured and SDS-PAGE analysis performed on 
protein containing fractions. 

Inhibition EL1SA Assays: Microtiter plates (Nunc-Immuno Plate IIF, 
Nunc, Inc., Naperville, IL) were sensitized by adding 0. 1 ml per well of porB (2 
Hg/ml) purified from the wild type strain 8765, in 0.1 M carbonate buffer, pH 9.6 
with 0.02% azide. The plates were incubated overnight at room temperature. 
The plates were washed five times with 0.9% NaCl, 0.05% Brij 35, 10 mM 
sodium acetate pH 7.0, 0.02% azide. Human immune sera raised against the 
Type 15 Class 3 PorB protein was obtained from Dr. Phillip O. Livingston, 
Memorial-Sloan Kettering Cancer Center, New York, N. Y. The human immune 
sera was diluted in PBS with 0.5% Brij 35 and added to the plate and incubated 
for 2 hr at room temperature. The plates were again washed as before and the 
secondary antibody, alkaline phosphatase conjugated goat anti-human IgG (Tago 
Inc., Burlingame, CA), was diluted in PBS-Brij, added to the plates and incubated 
for 1 hr at room temperature. The plates were washed as before and 
/?-nitrophenyl phosphate (Sigma Phosphatase Substrate 104) (1 mg/ml) in 0.1 
diethanolamine, 1 mM MgCl 2 , 0.1 mM ZnCl 2 , 0.02% azide, pH 9.8, was added. 
The plates were incubated at 37°C for 1 h and the absorbance at 405 nm 
determined using an Elida-5 microtiter plate reader (Physica. New York, NY). 
Control wells lacked either the primary and/or secondary antibody. This was 
done to obtain a titer for each human serum which would give a half-maximal 
reading in the ELISA assay. This titer for each human serum would be used in 
the inhibition ELISA. The ELISA microtiter plate would be sensitized with 
purified wild type PorB protein and washed as before. In a separate V-96 
polypropylene microtiter plate (Nunc, Inc.), varying amounts of either purified 
wild type PorB protein or the purified recombinant PorB protein were added in 
a total volume of 75 The human sera were diluted in PBS-Brij solution to 
twice their half maximal titer and 75 ^1 added to each of the wells containing the 
PorB or recombinant PorB proteins. This plate was incubated for 2 hr at room 
temperature and cenlrifuged in a Sorvall RT6000 refrigerated centrifuge, 
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equipped with microtitcr plate carriers (Wilmington, DE) at 3000 rpm for 1 0 min. 
Avoiding the V-bottom, 100 p.1 from each well was removed and transferred to 
the sensitized and washed ELISA microtiter plate. The EL1SA plates are 
incubated for an additional 2 hr, washed, and the conjugated second antibody 
added as before. The plate is then processed and read as described. The 
percentage of inhibition is then processed and read as described. The percentage 
of inhibition is calculated as follows: 

1 - (ELISA value with either PorB or rPorB protein added) 

_ x 100 

{ELISA value without the porB added) 



Results 



Polymerase Chain Reaction and Subcloning: A method to easily clone, 
genetically manipulate, and eventually obtain enough pure porin protein from any 
number of different neisseria! porin genes for further antigenic and biophysical 
characterization has been developed. The first step toward this goal was cloning 
the porin gene from a Neisseria. Using a technique originally described by 
Feavers, et al (Feavers, I.M., et ai. Infect. Immun. 60:3620-3629 (1992)), the 
DNA sequence of the mature porin protein from a class 3, serotype 1 5 porin was 
amplified using the chromosome of meningococcal strain 8765 as a template for 
the PCR reaction. Appropriate endonuclease restriction sites had been 
synthesized onto the ends of the oligonucleotide primers, such that when cleaved, 
the amplified mature porin sequence could be directly ligated and cloned into the 
chosen expression plasmid. After 30 cycles, the PCR products shown in Figure 
2 were obtained. The major product migrated between 900bp and lOOObp which 
was in accord with the previous study (Feavers, I.M., et al. y Infect. Immun. 
60:3620-3629 (1992)). However, a higher molecular weight product was not 
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seen, even though the PCR was conducted under low annealing stringencies 
(40°C; 50 mM KC1). 

To be able to produce large amounts of the cloned porin protein, the 
tightly controlled expression system of Studier, et al (Studier and Moffatt J. 
Mol Biol 189: 1 1 3-1 30 (1 986)) was employed, which is commercially available 
through Novagen Inc. The amplified PCR product was cloned into the BamHU 
Xhol site of plasmid pET-17b. This strategy places the DNA sequence for the 
mature porin protein in frame directly behind the T7 promoter, the DNA sequence 
encoding for the 9 amino acid leader sequence and 1 1 amino acids of the mature 
(J) 10 protein. The Studier E. colt strain BL21 lysogenic for the DE3 lambda 
derivative (Studier and Moffatt, J. Mol Biol 189: 1 1 3- 1 30 ( 1 986)) was selected 
as the expression host for the pET-1 7b plasmid containing the porin gene. Bui 
because it was thought that the OmpA protein, originating from the E. coir 
expression host, might tend to co-purify with the expressed meningococcal porin 
protein, a modification of this strain was made by PI transduction which 
eliminated the ompA gene from this strain. Thus, after restriction endonuclease 
digestion of both the PCR product and the pET-17b vector and ligation, the 
product was transformed into BL21(DE3)-Aom/?A and transformants selected for 
ampicillin and tetracycline resistance. The restriction map of pET-17b is shown 
in Figure 1 1 A, while the nucleotide sequence between the BglU and Xhol sites of 
pET-17b is shown in Figure 1 IB. Of the numerous colonies observed on the 
selection plate, 10 were picked for further characterization. All ten expressed 
large amounts of a protein, which migrated at the approximate molecular weight 
of the PorB protein, when grown to log phase and induced with IPTG. The whole 
cell lysate of one such culture is shown in Figure 3a. The western blot analysis 
with the 4D1 1 monoclonal antibody further suggested that the protein being 
expressed was the PorB protein (Figure 3b). As opposed to other studies, when 
neisserial porins have been cloned and expressed in E. coli, the host bacterial cells 
showed no signs of any toxic or lethal effects even after the addition of the IPTG. 
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The E. coli cells appeared viable and could be recultured at any time throughout 
the expression phase. 

Nucleotide sequence analysis: The amount of PorB expressed in these 
experiments was significantly greater than that previously observed and there 
appeared to be no adverse effects of this expression on the host E. coli. To be 
certain that no PCR artifacts had been introduced into the meningococcal porin 
gene to allow for such high expression, the entire <j>10 porin fusion was 
sequenced by double stranded primer extension from the plasmid. The results are 
shown in Figure 4. The nucleotide sequence was identical with another 
meningococcal serotype 15 PorB gene sequence previously reported by Heckels, 
et al. (Ward, M.J., et al.. FEMS Microbiol. Leu. 7*283-289 (1992)) with two 
exceptions which are shown. These two nucleotide differences each occur in the 
third position of the codon and would not alter the amino acid sequence of the 
expressed protein. Thus, from the nucleotide sequence, there did not appear to 
be any PCR artifact or mutation which might account for the high protein 
expression and lack of toxicity within the E. coli. Furthermore, this data would 
suggest that a true PorB protein was being produced. 

Purification of the expressed porB gene product: The PorB protein 
expressed in the E. coli was insoluble in TEN buffer which suggested that when 
expressed, the PorB protein formed into inclusion bodies. However, washing of 
the insoluble PorB protein with TEN buffer removed most of the contaminating 
E. coli proteins. The PorB protein could then be solubilized in freshly prepared 
8M urea and diluted into the Zwittergenl 3,14 detergent. The final purification 
was accomplished, using a Sephacryl S-300 molecular sieve column which not 
only removed the urea but also the remaining contaminating proteins. The 
majority of the PorB protein eluted from the column having the apparent 
molecular weight of trimers much like the wild type PorB. The comparative 
elution patterns of both the wild type and the PorB expressed in the E. coli are 
shown in Figure 5. It is important to note that when the PorB protein 
concentration in the 8 M urea was in excess of 10 mg/ml prior to dilution into the 
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Zwittergent detergent, the relative amounts of PorB protein found as trimers 
decreased and appeared as aggregates eluting at the void volume. However, at 
protein concentrations below 10 mg/ml in the urea buffer, the majority of the 
PorB eluted in the exact same fraction as did the wild type PorB. It was also 
determined using a T7-Tag monoclonal antibody and western blot analysis that 
the 1 1 amino acids of the mature T7 capsid protein were retained as the amino 
terminus. The total yield of the meningococcal porin protein from one liter of 
E. coli was approximately 50 mg. 

Inhibition ELISA Assays. In order to determine if the purified trimeric 
recombinant PorB had a similar antigenic conformation as compared to the PorB 
produced in the wild type meningococcal strain 8765, the sera from six patients 
which had been vaccinated with the wild type meningococcal Type 15 PorB 
protein were used in inhibition ELISA assays. In the inhibition assay, antibodies 
reactive to the native PorB were competitively inhibited with various amounts of 
either the purified recombinant PorB or the homologous purified wild type PorB. 
The results of the inhibition with the homologous purified PorB of each of the six 
human sera and the mean inhibition of these sera are shown in Figure 6. The 
corresponding inhibition of these sera with the purified recombinant PorB is seen 
in Figure 6B. A comparison of the mean inhibition from Figure 6 and 7 are 
plotted in Figure 8. These data would suggest that the antibodies contained in the 
sera of these six patients found similar epitopes on both the homologous purified 
wild type PorB and the purified recombinant PorB. This gave further evidence 
that the recombinant PorB had regained most if not all of the native conformation 
found in the wild type PorB. 
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Example 2. Cloning of the Class 2 Porin from Group B 
Neisseria Meningitidis strain BNCV M986 

Genomic DNA was isolated from approximately 0.5g of Group B 
Neisseria meningitidis strain BNCV M986 (serotype 2a) using previously 
5 described methods (Sambrook et aL t Molecular Cloning: A Laboratory Manual, 

2nd ed., Cold Spring Harbor, New York, Cold Spring Harbor Laboratory Press 
(1989)). This DNA then served as the template for two class 2 porin specific 
oligonucleotides in a standard PCR reaction. These oligonucleotides were 
designed to be complementary to the 5' and 3' flanking regions of the class 2 

10 porin and to contain EcoRl restriction sites to facilitate the cloning of the 

fragment. The sequences of the oligonucleotides were as follows: 
5' AGC GGC TTG GAA TTC CCG GCT GGC TTA A AT TTC 3' and 
5' CAA ACG AAT GAA TTC AAA TAA AAA AGC CTG 3'. 
The polymerase chain reaction was then utilized to obtain the class 2 porin. The 

15 reaction conditions were as follows: BNCV M986 genomic DNA 200ng t the two 

oligonucleotide primers described above at 1 nM of each, 200 \xlA of each dNTP, 
PCR reaction buffer (10 mM Tris HC1, 50 mM KCK pH 8.3), 1.5 mM MgCK, and 
2.5 units of Taq polymerase, made up to 1 00 \i\ with distilled H 2 0. This reaction 
mixture was then subjected to 25 cycles of 95 °C for 1 min. 50°C for 2 min and 

20 72°C for 1.5 min. At the end of the cycling period, the reaction mixture was 

loaded on a 1% agarose gel and the material was electrophoresed for 2h after 
which the band at 1 .3 kb was removed and the DNA recovered using the Gene 
Clean kit (Bio 101). This DNA was then digested with £coRI, repurified and 
ligated to EcoRI digested pUC19 using T 4 DNA ligase. The ligation mixture was 

25 used to transform competent E. coli DH5a. Recombinant plasmids were selected 

and sequenced. The insert was found to have a DNA sequence consistent with 
that of a class 2 porin. See, Murakami, K. et ai, Infect. Immun. 57:2318-2323 
(1989). 
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The plasmid pET-17b (Novagen) was used to express the class 2 porin. 
As described below, two plasmids were constructed that yielded two different 
proteins. One plasmid was designed to produce a mature class 2 porin while the 
other was designed to yield a class 2 porin fused to 20 amino acids from the T7 
gene 4>I 0 capsid protein. 

Construction of the mature class 2 porin 

The mature class 2 porin was constructed by amplifying the pUC19-class 
2 porin construct using the oligonucleotides: 5'-CCT GTT GCA GCA CATATG 
GAC GTT ACC TTG TAC GGT ACA ATT AAA GC-3' and 5 '-CGA CAG 
GCT TTT TCT CGA GAC CAA TCT TTT CAG -3'. This strategy allowed the 
cloning of the amplified class 2 porin into the AWel and Xho\ sites of the plasmid 
pET-17b thus producing a mature class 2 porin. Standard PCR was conducted 
using the pUC19-class 2 as the template and the two oligonucleotides described 
above. This PCR reaction yielded a 1.1 kb product when analyzed on a 1.0% 
agarose gel. The DNA obtained from the PCR reaction was gel purified and 
digested with the restriction enzymes AWel and XhoL The 1 . 1 kb DNA produced 
was again gel purified and ligated to AWel and A77ol digested pET-17b using T 4 
DNA ligase. This ligation mixture was then used to transform competent E coli 
DH5a. Colonies that contained the 1 .Ikb insert were chosen for further analysis. 
The DNA from the DH5a clones was analyzed by restriction mapping and the 
cloning junctions of the chosen plasmids were sequenced. After this analysis, the 
DNA obtained from the DH5a clones was used to transform E coli BL2 1 (DE3)- 
AompA. The transformants were selected to LB-agar containing 100 pg/ml of 
carbenicillin. Several transformants were screened for their ability to make the 
class 2 porin protein. This was done by growing the clones in LB liquid medium 
containing 100 |.ig/ml of carbenicillin and 0.4% glucose at 30°C to OD WJ0 = 0.6 
then inducing the cultures with IPTG (0.4 mM). The cells were then disrupted 
and the cell extract was analyzed by SDS-PAGE. The nucleotide sequence and 
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translated amino acid sequence of the mature class II porin gene cloned into pET- 
1 7b are shown in Figures 9A and 9B. 

Construction of the fusion class 2 porin 

The fusion class 2 porin was constructed by amplifying the pUCl 9-class 
5 2 porin construct using the oligonucleotides: 5 '-CCT GTT GCA GCG GAT CCA 

GAC GTT ACC TTG TAC GGT AC A ATI' AAA GC- 3' and 5'-CGA CAG 
GCT TTT TCT CGA GAC CAA TCT TTT CAG -3'. This strategy allowed the 
cloning of the amplified class 2 porin into the BamW\ and Xho\ sites of the 
plasmid pET-17b thus producing a fusion class 2 porin containing an additional 

10 22 amino acids at the N-terminus derived from the T7 <f)10 capsid protein 

contained in the plasmid. Standard PCR was conducted using the pUCl 9-class 
2 as the template and the two oligonucleotides described above. The PCR 
reaction yielded a 1 . Ikb product when analyzed on a 1 .0% agarose gel. The DNA 
obtained from the PCR reaction was gel purified and digested with the reaction 

15 enzymes BamWl and ATioI. The 1 . 1 kb product produced was again gel purified 

and ligated to BamU\ and Xho\ digested pET-17b using T 4 DNA ligase. This 
ligation mixture was then used to transform competent E. coli DH5a. Colonies 
that contained the 1 .Ikb insert were chosen for further analysis. The DNA from 
the DH5a clones was analyzed by restriction enzyme mapping and the cloning 

20 junctions of the chosen plasmids were sequenced. The nucleotide sequence and 

translated amino acid sequence of the fusion class II porin gene cloned into the 
expression plasmid pET-I7b are shown in Figures 10A and 10B. After this 
analysis, the DNA obtained from the DH5a clones was used to transform E. coli 
BL2 l(DE3y AompA. The transformants were selected on LB-agar containing 1 00 

25 Hg/ml of carbenicillin. Several transformants were screened for their ability to 

make the class 2 porin protein. This was done by growing the clones in LB liquid 
medium containing 100 pg/ml of carbenicillin and 0.4% glucose at 30°C to OD^, 
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= 0.6 then inducing the cultures with IPTG (0.4 mM). The cells were then 
disrupted and the cell extract was analyzed by SDS-PAGE. 

Example J. Cloning and Expression of the Mature class 3 porin 
from Group B Neisseria meningitidis strain 8765 in 
E. coli 

Genomic DNA was isolated from approximately 0.5 g of Group B 
Neisseria meningitidis strain 8765 using the method described above (Sambrook 
etaL, Molecular Cloning; A Laboratory Manual. 2nd ed.. Cold Spring Harbor, 
New York, Cold Spring Harbor Laboratory Press ( 1 989)). This DNA then served 
as the template for two class 3 porin specific oligonucleotides in a standard PCR 
reaction. 

The mature class 3 porin was constructed by amplifying the genomic 
DNA from 8765 using the oligonucleotides: 5'-GTT GCA GCA CAT A TG GAC 
GTT ACC CTG TAC GGC ACC-3' and 5'-GGG GGG ATG GAT CCA GAT 
TAG AAT TTG TGG CGC AGA CCG ACA CC-3'. This strategy allowed the 
cloning of the amplified class 3 porin into the Ndel and BamHl sites of the 
plasmid pET-24a+ (Figures 13A and 13B), thus producing a mature class 3 porin. 
Standard PCR was conducted using the genomic DNA isolated from 8765 as the 
template and the two oligonucleotides described above. 

The reaction conditions were as follows: 8765 genomic DNA 200 ng, the 
two oligonucleotide primers described above at 1 piM of each, 200 \iWl of each 
dNTP, PCR reaction buffer (10 mM Tris HCL 50 mM KCh pH 8.3), 1.5 mM 
MgCK, and 2.5 units of Taq polymerase, and made up to 100 nl with distilled 
water. This reaction mixture was then subjected to 25 cycles of 95 °C for 1 min. 
50°C for 2 min and 72 °C for 1.5 min. 

This PCR reaction yielded about 930 bp of product, as analyzed on a 1% 
agarose gel. The DNA obtained from the PCR reaction was gel purified and 
digested with the restriction enzymes Ndel and BamHl. The 930 bp product was 
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again gel purified and ligated to Ndel and BamH] digested pET-24a(+) using T4 
ligase. This ligation mixture was then used to transform competent E. coli DH5a. 
Colonies that contained the 930 bp insert were chosen for further analysis. The 
DNA from the K coli DH5a clones was analyzed by restriction enzyme mapping 
and cloning junctions of the chosen plasmids were sequenced. After this analysis, 
the DNA obtained from the E. coli DH5ct clones was used to transform E. coli 
BL2 l(DE3)-Aom/?/4. The transformants were selected on LB-agar containing 50 
fig/ml of kanamycin. Several transformants were screened for their ability to 
make the class 3 porin protein. This was done by growing the clones in LB liquid 
medium containing 50 |ig/ml of kanamycin and 0.4% of glucose at 30 °C to OD^, 
= 0.6 then inducing the cultures with IPTG (1 mM). The cells were then 
disrupted and the cell extract was analyzed by SDS-PAGE. 

Example 4. Purification and refolding of recombinant class 2 
porin 

Ecoli strain BL2 1 (DE3)AompA [pNV-5] is grown to mid-log phase (OD 
= 0.6 at 600 nm) in Luria broth at 30°C. IPTG is then added (0.4 mM final) and 
the cells grown an additional two hours at 37°C. The cells were then harvested 
and washed with several volumes of TEN buffer (50 mM Tris-HCl, 0.2 M NaCL 
10 mM EDTA, pH = 8.0) and the cell paste stored frozen at -75 °C. 

For purification preweighed cells are thawed and suspended in TEN 
buffer at a 1:15 ratio (g/v). The suspension is passed through a Stansted cell 
disrupter (Stansted fluid power Ltd.) twice at 8.000 psi. The resultant solution 
is then centrifuged at 1 3,000 rpm for 20 min and the supernatant discarded. The 
pellet is then twice suspended in TEN buffer containing 0.5% deoxycholate and 
the supernatants discarded. The pellet is then suspended in TEN buffer 
containing 8 M deionized urea (electrophoresis grade) and 0.1 mM PMSF (3 
g/lOml). The suspension is sonicated for 10 min or until an even suspension is 
achieved. 10 ml of a 10% aqueous solution of 3.14-zwittcrgen (Calbiochem) is 
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added and the solution thoroughly mixed. The solution is again sonicated for 10 
min. Any residual insoluble material is removed by centrifugation. The protein 
concentration is determined and the protein concentration adjusted to 2 mg/ml 
with 8 M urea- 10% zwittergen buffer (1:1 ratio). 
5 This mixture is then applied to a 2.6 x 1 00 cm column of Sephacryl S-300 

equilibrated in 100 mM Tris-HCl, 1 M NaCl, 10 mM EDTA, 20 mM CaCk 
0.05% 3,14-zwittergen, 0.02% sodium azide, pH = 8.0. The flow rate is 
maintained at 1 ml/min. Fractions of 10 ml are collected. The porin refolds into 
trimer during the gel filtration. The OD = 280 nm of each fraction is measured 
10 and those fractions containing protein are subjected to SDS gel electrophoresis 

assay for porin. Those fractions containing porin are pooled. The pooled 
fractions are either dialyzed or diluted 1 : 10 in 50 mM Tris HCI pH = 8.0, 0.05% 
3,14-zwittergen, 5 mM EDTA, 0.1 M NaCl. The resulting solution is then 
applied to a 2.6 x 10 cm Q sepharose high performance column (Pharmacia) 
15 equilibrated in the same buffer. The porin is eluted with a linear gradient of 0. 1 

to 1 M NaCl. 

Example 5. Purification and refolding of recombinant class 3 
porin 

E colt strain BL2 1 (DE3) Ao/npA containing the porB-pET-1 7b plasmid 
is grown to mid-log phase (OD = 0.6 at 600 nm) in Luria broth at 30 °C. IPTG 
is then added (0.4 mM final) and the cells grown an additional two hours at 37°C. 
The cells were then harvested and washed with several volumes of TEN buffer 
(50 mM Tris-HCl, 0.2 M NaCl, 10 mM EDTA, pH = 8.0) and the cell paste 
stored frozen at -75 °C. 

For purification about 3 grams of cells are thawed and suspended in 9 ml 
of TEN buffer. Lysozyme is added (Sigma, 0.25 mg/ml) deoxycholate (Sigma, 
1 .3 mg/ml) plus PMSF (Sigma, ng/ml) and the mixture gently shaken for one 
hour at room temperature. During this time, the cells lyse and the released DNA 
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causes the solution to become very viscous. DNase is then added (Sigma. 2 
|ig/ml) and the solution again mixed for one hour at room temperature. The 
mixture is then centrifuged at 1 5K rpm in a S-600 rotor for 30 minutes and the 
supernatant discarded. The pellet is then twice suspended in 1 0 ml of TEN buffer 
and the supematants discarded. The pellet is then suspended in 1 0 ml of 8 M urea 
(Pierce) in TEN buffer. The mixture is gently stirred to break up any clumps. 
The suspension is sonicated for 20 minutes or until an even suspension is 
achieved. 10 ml of a 10% aqueous solution of 3,14-zwittergen (Calbiochem) is 
added and the solution thoroughly mixed. The solution is again sonicated for 10 
minutes. Any residual insoluble material is removed by centrifugation. The 
protein concentration is determined and the protein concentration adjusted to 2 
mg/ml with 8 M urea- 10% zwittergen buffer (1 : 1 ratio). 

This mixture is then applied to a 1 80 x 2.5 cm column of Sephacry 1 S-300 
(Pharmacia) equilibrated in 100 mM Tris-HCL 1 M NaCl. 10 mM EDTA, 20 mM 
CaCl?, 0.05% 3,14-zwittergen, pH = 8.0. The flow rate is maintained at 1 
ml/min. Fractions of 1 0 ml are collected. The porin refolds into trimer during the 
gel filtration. The OD 2K0 nm of each fraction is measured and those fractions 
containing protein are subjected to SDS gel electrophoresis assay for porin. 
Those fractions containing porin are pooled. 

The pooled fractions are dialyzed and concentrated 4-6 fold using Amicon 
concentrator with a PM 10 membrane against buffer containing 100 mM Tris- 
HC1, 0.1 M NaCl, 10 mM EDTA. 0.05% 3,14-zwittergen. pH = 8.0. 
Alternatively, the pooled fractions are precipitated with 80% ethanol and 
resuspended with the above-mentioned buffer. Six to 10 mg of the material is 
then applied to a monoQ 10/10 column (Pharmacia) equilibrated in the same 
buffer. The porin is eluted from a shallow 0.1 to 0.6 M NaCI gradient with a 
1 .2% increase per min over a 50 min period. The Flow rate is 1 ml/min. The 
peak containing porin is collected and dialyzed against TEN buffer and 0.05% 
3,14-zwittergen. The porin may be purified further by another S-300 
chromatography. 
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Example6. Purification and chemical modification of the 
polysaccharides 

The capsular polysaccharide from both group B Neisseria meningitidis 
and E. coli Kl consists of a(2-8) polysialic acid (commonly referred to as 
GBMP or Kl polysaccharide). High molecular weight polysaccharide isolated 
from growth medium by precipitation (.vee, Frasch, C.E., "Production and Control 
of Neisseria meningitidis Vaccines" in Bacterial Vaccines. Alan R. Liss, Inc., 
pages 123-145 (1990)) was purified and chemically modified before being 
coupled to the porin protein. The high molecular weight polysaccharide was 
partially depolymcrized with 0. 1 M acetic acid (7 mg polysaccharide/ml). pH = 
6.0 to 6.5 (70°C, 3 hrs) to provide polysaccharide having an average molecular 
weight of 12,000-16,000. After purification by gel filtration column 
chromatography (Superdex 200 prep grade, Pharmacia), the polysaccharide was 
N-deacetylated in the presence of NaBH 4 and then N-propionylated as described 
by Jennings et al (J. Immunol 7J7:1808 (1986)) to afford N-Pr GBMP (see 
Example 14). Treatment with NaI0 4 followed by gel filtration column 
purification gave the oxidized N-Pr GBMP having an average molecular weight 
of 12,000 daltons. 

Example 7. Coupling of oxidized N-Pr GBMP to the group B 
meningococcal class 3 porin protein (PP) 

The oxidized N-Pr GBMP (9.5 mg) was added to purified class 3 porin 
protein (3.4 mg) dissolved in 0.21 ml of 0.2 M phosphate buffer pH 7.5 which 
also contained 10% octyl glucoside. After the polysaccharide was dissolved, 
sodium cyanoborohydride (7 mg) was added and the reaction solution was 
incubated at 37°C for 4 days. The reaction mixture was diluted with 0.15 M 
sodium chloride solution containing 0.01% thimerosal and separated by gel 
filtration column chromatography using Superdex 200 PG. The conjugate (N-Pr 
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GBMP-PP) was obtained as single peak eluting near the void volume. Analysis 
of the conjugate solution for sialic acid and protein showed that the conjugate 
consists of 43% polysaccharide by weight. The porin protein was recovered in 
the conjugate in 44% yield and the polysaccharide in 12% yield. The protein 
5 recoveries in different experiments generally occur in the 50-80% range and those 

of the polysaccharide in the 9-13% range (see also Example 14). 

Example 8. Immunogeniciiy studies 

The immunogenicities of the N-Pr GBMP-PP conjugate and those of the 
N-Pr GBMP-Tetanus toxoid (N-Pr GBMP-TT) conjugate which was prepared by 
a similar coupling procedure were assayed in 4-6 week old outbrcad Swiss 
Webster CFW female mice. The polysaccharide (2 ^ig)-conjugate was 
administered on days 1, 14 and 28, and the sera collected on day 38. The 
conjugates were administered as saline solutions, adsorbed on aluminum 
hydroxide, or admixed with stearyl tyrosine. The sera EL1SA titers against the 
polysaccharide antigen and bactericidal titers against N. meningitidis group B are 
summarized in Table 1 . 

Example 9. Expression of group B Neisseria meningitidis Outer 
Membrane (MB3) Using Yeast Pichia pastoris 
Expression System 

20 Materials and Methods 

Strains and Piasmids 

Pichia pastoris GS 115 (provided by Invitrogen) has a defect in the 
histidinol dehydrogenase gene (his4) which prevents it from synthesizing 
histidine. All expression piasmids carry the HIS4 gene which complements his4 
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in the host, so transformants are selected for their ability to grow on histidine- 
deficient medium. Until transformed, GS 1 1 5 will not grow on minimal medium 
alone. 

Expression vectors 

Four different expression vectors were used that include the strong, 
highly-inducible AOX1 promoter for expression of foreign protein (Pichia 
Expression Kit, Invitrogen). One vector, pHIL-D2, is used for intracellular 
expression, while the other three (pHIL-SI, pPIC9, and pPIC9K) are used for 
secreted expression. Maps of the pHIL-D2, pHIL-SI, and pPIC9 vectors may be 
found on pp. 19-22 of the Invitrogen Instruction Manual for the Pichia 
Expression Kit, Version E, the contents of which is hereby incorporated by 
reference. Secretion requires the presence of a signal sequence on the expressed 
protein to target it to the secretory pathway. To improve the chances for success, 
two different kinds of vectors are included in the kit. The vector pHIL-SI carries 
a native Pichia pastoris signal from the acid phosphatase gene, PHOI. The 
vectors, pPIC9 and pPIC9K (with corrected HIS4 region), both carry the secretion 
signal from the S. cerevisiae a-mating factor pre-pro peptide. The advantage of 
expressing secreted proteins is that P. pastoris secretes very low levels of native 
proteins. Thus, the secreted heterologous protein comprises the vast majority of 
the total protein in the media and serves as the first step in purification of the 
protein (Km et ai, Pharm. Eng. 12(2):4S-S\ (1992)). 

Cloning of the meningococcal B class 3 protein gene (MB3) 

The genomic DNA of Group B Neisseria meningitidis (strain 8765) 
served as the template for the amplification of class 3 porin (MB3) in a standard 
25 PCR. The amplified DNA fragment (930 b.p. long) of the mature porin protein 

was ligated in Nde I - BamH I cloning sites of the pET-24a cloning/expression 
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vector, originally constructed by Studier et aL J- Moi Biol 189: 1 1 3-1 30 (1 986); 
Meth. EnzymoL 755:60-89(1990); J. Moi Biol. 21 0:37 -44 (1991), and 
manufactured by Novagen. The pET vectors were developed for cloning and for 
expressing target DNA fragments under the strong T7 transcription and 
5 translation signals. Expression from the T7 promoter is induced by providing the 

host cell with a source of T7 RNA polymerase. Newer, more convenient vectors 
utilizing the T7 expression system are now available from Novagen (Madison, 
WI 5371 1). The T7 expression system was successfully used for the expression 
of MB3 in E. coli (see Example 3). 

1 0 The optimization of the translation elongation rate for the expressed MB3 gene 

Codon usage is known to affect the translational elongation rate, and 
therefore it has been considered an important factor in affecting product yields 
(Romanos et al y Yeast 5:423-488 (1992)). There is evidence that codon usage 
may affect both yield and quality of the expressed protein. A number of highly 
expressed genes show a strong bias toward a subset of codons (Bennetzen et al t 
1 Biol. Chem. 257:3026-3031 (1982). This "major codon bias," which can vary 
greatly between organisms, is thought to be a growth optimization strategy. This 
mechanism allows an organism to be capable of efficient translation of highly 
expressed genes during rapid growth, as only a subset of tRN As and aminoacyl- 
tRNA synthetases need to be present in high concentrations. Kurland et a/., TIBS 
72:126-128 (1987). In cases where mRNA contains rare codons, aminoacyl- 
tRNAs may become limited, increasing the probability of amino acid 
misincorporations, and possibly causing ribosomes to drop off. Indeed, a high 
misincorporation frequency has recently been observed in a foreign protein 
produced in E. coli (Scorer et a/., Nucleic Acids Res. 79:351 1-3516 (1991)). 
Moreover, proteins containing amino acid misincorporations are difficult to 
purify and may have both impaired activity and antigenicity. The presence of 
several rare codons has been shown to limit the production of tetanus toxin 
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fragment C in E coli (Makoff el aL Nucleic Acids Res. 77:10191-1020] (1989)). 
In yeast, Hoekema et ai (Moi Cell Biol. 7: 2914-2924 (1987)) showed that 
substitution of a large proportion of preferred codons for rare codons in the 5' 
portion of the PGK (phosphogly cerate kinase) gene caused a decrease in 
expression levels. Recently, the expression of an immunoglobulin kappa chain 
in yeast has been shown to be increased 50-fold when a synthetic codon- 
optimized gene is used, although the level of kappa chain mRNA remains the 
same. 

Significant differences between codon usage profiles of Pichia and MB3 
were found (Table 5). In order to optimize the translation efficiency, particularly 
at the beginning of translation elongation, codons optimal for Pichia were 
introduced into the 5' region of the MB3 gene. When constructing the linker 
used to clone MB3 into pHIL-Sl, the oligomers were synthesized so that they 
contained sequence optimized for Pichia expression. A 51 nucleotide long 
oligomer (51-mer) was synthesized for this purpose. The sequence of the 
oligomer is: 

S'-TCGAGACGTCACTTTGTACGGTACTATTAAGGCTGGTGTTGAGA 
CTTCCCG^ 1 

A 47 nucleotide oligomer complementary to the 51-mcr was also synthesized. 
The sequence of this oligomer is: 

5'-CGGGAAGTCTCAACACCAGCCTTAATAGTACCGTACAAAGTGAC 
GTC-3' 

These two oligomers, which contain Xhol and Bsr\ restriction sites, were 
annealed to serve as a connector, and then ligated to vector pHlL-S 1 , which had 
been linearized with Xhol digestion. The ligated fragment was then digested with 
BamHl, gel purified, and ligated with an MB3 fragment obtained from cutting the 
pNV15 vector with both Bsrl and BamHl enzymes. The fragment was then 
cloned into the Pichia pHIL-Sl expression vector. The new DNA sequence of 
the 5' region of MB3 was verified by DNA sequencing of pHIL-Sl/MB3 isolated 
from Pichia. 
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Thc sequence of the original 5' end of the gene for mature MB3 (from NT 

1) is: 

gac gtt acc ctg tac ggc acc att aaa gcc ggc gta gaa act tec cgc tct gta ttt cac cag aac ggc 
DVTL YG T I K A GV ETS RSVFH Q N G 

5 caa gtt act gaa gtt aca 

Q V T E V T 

The codon-optimized sequence of the same fragment (replaced nucleotides 
showed as capital letters), along with its corresponding amino acid sequence is: 

gac gtC acT Ttg tac ggT acT att aaG gcT ggT gtT gaG act tec cgc tct gta ttt cac cag aac 
10 DVTLYGTIKAGV ETSRSVFHQN 

ggc caa gtt act gaa gtt aca 
G Q V T E V T 

Vector pHIL-Sl/MB3, containing the codon-optimized MB3 DNA. 
served as the template for the amplification of MB3 in a standard PCR. 

15 Oligomers were synthesized to serve as PCR primers. The PGR fragments of 

MB3 were inserted into Pichia expression vectors either directly or by using the 
Original TA Cloning Kit (Invitrogen); details are given below. 

For the cloning of MB3 into the EcoRl site of pHIL-D2: 
Forward primer (39 nt. having an engineered EcoRl site and a sequence (5'ATG) 

20 encoding an initiation methionine): 

S'-CGAGAATTCATGGACGTCACTTTGTACGGTACTAT I AAG-3' 
Reverse primer (45 nt, having an engineered EcoRl site and slop codon): 
5 , -GCTGAATTCTTAGAATTTGrGGCGCAGACCGACACCGCCGGCAGr-3' 
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For the cloning of MB3 into the EcoR\-Avr\\ sites of pPIC9 and pPIC9: 
Forward primer (39 nucleotides (nt), having an engineered EcoRl site; no 
sequence encoding an initiation methionine was necessary because the leader 
peptide had an initiation methionine): 

5 , -AGCGAATTCGACGTCACTTTGTACGGTACTAlTAAGGCT-3' 
Reverse primer (36 nt, having an engineered AvrW site and stop codon): 
S'-CACCCTAGGTTAGAATTTGTGACGCAGACCGACACC^' 

For PCR amplification of the complete MB3 gene, Vent® DNA 
polymerase (NEB) was used. The fidelity of this polymerase is 5- 1 5-fold higher 
than that observed for Taq DNA polymerase. To generate an expression cassette 
plasmid, PCR fragments of MB3 (full length and truncated fragments) were 
inserted in Pichia expression vectors either directly or using the Original TA 
Cloning® Kit (Invitrogen), which includes a pCR™II vector for subcloning of 
PCR fragments. Direct cloning of DNA amplified by either Vent® DNA 
polymerase or Pfu DNA polymerase into the vector pCR™II is difficult, as the 
cloning efficiency is often very low. This is due to the 3' to 5' exonuclease 
proofreading activity of Vent 60 and Pfu, which removes the 3' A overhangs that 
are necessary for TA cloning, leaving blunt ends. The Original TA Cloning® Kit 
allows these blunt-ended fragments to be cloned. Use of this method eliminates 
any enzymatic modifications of the PCR product, and does not require the use of 
PCR primers containing restriction sites. To increase the cloning efficiency 
further, the Invitrogen protocol was modified as follows. Following 
amplification with Vent* or Pfu (see manual for The Original TA Cloning* Kit, 
protocol for the addition of 3'A-overhangs post amplification, p. 1 9), rather than 
placing the vial on ice, as recommended in the kit, the mineral oil in the PCR 
mixture was immediately removed using Parafilm™. This was accomplished by 
pouring the PCR mixture onto the Parafilm, and zigzagging the drop down the 
surface of the Parafilm with a gentle rocking motion until all of the oil had 
adhered to the Parafilm surface. The reaction mixture, now free of oiL was then 
collected into a fresh tube. The Invitrogen protocol was then resumed with the 
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addition of Taq polymerase. This method allowed the difficult cloning of PCR 
fragments into large expression vectors. 

The expression cassette of the integrating vector (Invitrogen) contains the 
methanol-induced AOX1 promoter and its terminator, flanked by stretches of 
5 nucleotides up- and downstream from the AOX1 gene. The P. pas for is His4 gene 

served as an auxotrophic marker. These vectors do not contain a yeast on, hence 
His* colonies must correspond to integration of the expression cassette. All PCR 
fragments of MB3 were inserted in frame with a Pichia Kozak consensus 
sequence (CAAAAAACAA) (Cavenor et al Nucleic Acids Res. 79:3 1 85-3 192 

10 (1991); Kozak Nucleic Acids Res. 75:8125-8148 (1987); Kozak Proc Nail Acad 

ScL USA 57:8301-8305 (1990)) to provide the best translation initiation of the 
MB3 gene. All inserts were placed under the control of the AOX1 promoter to 
dri ve expression of the gene of interest. After the ligation of the MB3 fragment 
in an appropriate expression vector, chemically competent E. coli cells were 

15 transformed (TOP 10F') (F'{/?roAB, laq\ v /acZAM15, Tn/fl (Tet R )} mcrA. 

A(mrr-hsdRMS-mcrBCl cf>80 /acZAMIS, A/acX74, cfcoR, recA\. araD\39. 
A(ara-leu)7697, gall), galK, r/wLfStr*), cWAl, nupGk). Other strains which 
may be suitable are DH5a F\ JM 1 09, or any other strain that carries a selectable 
F' episome and is recA deficient (endA is preferable) (Pichia Expression Kit 

20 Instruction Manual, Invitrogen). Colonies with an MB3 insert were used for the 

preparation of CsCl purified maxi-prep of a plasmid DNA for Pichia 
transformation (Sambrook, J. er ai. Eds., Molecular Cloning: A Laboratory 
Manual. 2nd. Ed., Cold Spring Harbor Press ( 1 989), pp. 1 .42- 1 .43). Restriction 
analysis and DNA sequencing (DNA Sequencing Kit, Version 2 (USB)) 

25 confirmed that these constructs were correct. 

Modification of the starting MB3 sequence was especially useful for 
intracellular expression of the porin gene (pHIL-D2/MB3 construct). Because the 
other constructs (pHIL-Sl/MB3 and pPIC9/MB3) used for MB3 secretion 
contained codons optimal for Pichia in the leader peptide sequence upstream of 

30 the MB3 insert, the initiation of translation was not rate-limiting. In contrast, the 
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pHlL-D2 vector does not include any leader sequence and the initiation of 
translation must be started from the rare codons of the MB3 insert. The 
optimization of this sequence is believed to be responsible for the fact that pHIL- 
D2/MB3 constructs gave the highest level of MB3 expression of any of the 
clones tested (Tables 3, 4). 

Transformation of yeast cells and DNA analysis of integrants 

Plasmid DNA was linearized with single or double (for higher integration 
efficiencies) digestion, and P. pastoris strain GS1 15 (his4~) was transformed to 
the His* phenotype by the spheroplast method using Zymolyase followed by 
adsorption of transforming DNA and penetration of this DNA through the 
spheroplast pores into the Pichia cells in the presence of PEG and Ca* 2 {Pichia 
Expression Kit manual, Invitrogen, pp.33-38). By replica plating or patching on 
Minimal Dextrose (MD; 1.34% yeast nitrogen base (YNB - Difco), 4xl0' 5 % 
biotin, 2% dextrose) versus Minimal Methanol (MM: 1.34% YNB, 4xl0' 5 % 
biotin, 0.5% methanol), it was possible to determine which His + transformants 
also exhibited disruption of the AOXJ gene. Transformed spheroplasts were 
seeded on agarose-containing plates using selective growth medium without 
histidine (MD). At the end of 4-6 days, white separated colonies of yeast 
transformants had appeared. These colonies were picked up and were seeded on 
selective methanol-containing medium (MM) for screening of AOX 1 -disrupted 
(Mut s or Mut~) transformants (Pichia Expression Kit manual, Invitrogen, p. 60). 

Growth of the yeast and methanol induction 

Because recombination events can occur in many different ways which 
affect the level of protein expression (clonal variation), at least 16 verified 
recombinant clones were screened to determine the level of MB3 expression. 
These colonies were grown in 5 ml of glycerol-containing Buffered Glycerol- 
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complex Medium (BMGY: 1% yeast extract, 2% peptone, 100 mM potassium 
phosphate, pH 6.0, 1.34% YNB, 4xl0" 5 % biotin, 1.0% glycerol) {Pichia 
Expression Kit manual, Invitrogen, p. 61) at 30°C in 50 ml 2098 Bluemax tubes 
(Falcon) in an Innova incubator shaker (New Brunswick Sci.) ("pilot" 
expression). After 1-2 days when cultures had reached an OD600 = 5-10, the 
cells were harvested by centrifugation (4000 rpm for 10 minutes at room 
temperature) and were resuspended in methanol-containing Buffered Mcthanol- 
complex Medium (BMMY: 1% yeast extract, 2% peptone, 100 mM potassium 
phosphate, pH 6.0, 1.34% YNB, 4xl0' 5 % biotin, 0.5% methanol) {Pichia 
Expression Kit manual, Invitrogen, p. 61) for the induction of the AOX1 
promoter. To replenish exhausted methanol, 0.5% of fresh methanol was added 
each day to induced cells. Aliquots of the cells were collected every day for 6 
days by centrifugation, and stored (pellets and supernatants separately) at -70°C 
before examining. The most promising clones were examined for the 
optimization of protein expression and to scale-up the expression protocol to 
produce more protein. 

Lysis of P. pastoris cells, analysis by SDS-PAGE and Western blot analysis 

Cells were broken by agitation in breaking buffer (50 mM sodium 
phosphate, pH 7.4; 1 mM PMSF(phenylmethylsulfony) fluoride), 1 mM EDTA 
and 5% glycerol). Equal volumes of acid-washed glass beads (0.5 mm in 
diameter) were added. The mixture was vortexed for a total of 4 min, 30 sec 
mixing each, followed by 30 sec on ice. The soluble fraction was recovered by 
centrifugation for 10 min at 14000 rpm at 4°C. Supernatant (or cell lysate, or 
fraction of "soluble" proteins) was removed and stored at -70°C, and the residual 
cell pellet was extracted by vortexing with SDS sample buffer (1% SDS, 5% 
beta-mercaptoethanol, 10% glycerol, 10 mM EDTA. 0.025% bromophenol blue) 
followed by boiling for 10 min. Lysates were centrifuged again and the aqueous 
layer was examined as fraction of "insoluble" or membrane associated proteins. 
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NOVEX pre-cast 8-16% gradient gels were used for separation of proteins 
according to the procedure of Laemmli (Nature 227:680-685 (1970)). Proteins 
separated by sodium dodecyl sulfatc-polyacrylamide gel electrophoresis 
(SDS-PAGE) were stained with Coomassie Brilliant Blue R250, or were 
transferred to polyvinylidene difluoride (PVDF) membrane using a Transblott 
apparatus (BioRad Laboratories) according to the company specification. 

The Western blot procedure was carried out without detergents, using 
only blocking procedures, as described by Sheng and Schuster (Bio Technique 
73:704-708 (1992)) with some modifications. This method provides high 
specificity and sensitivity with a low background. For the transfer, both Western 
transfer membrane and the SDS-PAGE separating gel were equilibrated with 
transfer buffer (24mM Tris-HCl/192 mM glycine/ 20% methanol) for 20 minutes 
prior to elcctrotransfer. The transfer was performed at 90V and 4°C for 3-4 
hours. Transfer of proteins to PVDF membranes was monitored by the transfer 
of prestained molecular weight markers (BRL). 

Immunostaining of proteins was carried out as follows. The transfer 
membrane was rinsed with TBS (lOmM Tris-HCl/.09% NaCl, pH 7.2). The 
membrane was then incubated in 1% non fat dried milk PBS solution (M-PBS) 
with .02% sodium azide at 37°C for 3 hours (or at 4°C overnight). The 
membrane was then washed 3 times with TBS/0.5% BSA (BS A/TBS) and once 
with TBS. The membrane was then incubated with the primary mouse anti-MB3 
antibody (mouse polyclonal antisera against purified OMP class 3) diluted to 
about 1 :4000 in PBS/1 %BSA (BSA/PBS), and the membrane was again washed 
3 times with TBS/0.5% BSA (BS A/TBS) and once with TBS. The membrane 
was then incubated in 1% M-PBS at room temperature for 30 minutes with gentle 
shaking. The membrane was washed 3 times with TBS/0.5% BSA (BSA/TBS) 
and once with TBS. The membrane was then incubated in the secondary alkaline 
phosphatase-conjugated anti-mouse antibody (Kirkegaard & Perry Laboratory 
(KPL), Gaithersburg, MD) diluted 1 :4000 in 1% BSA/PBS. The membrane was 
then washed 2 times with 0.5% BSA/TBS and 3 limes with .25% Tween 20 in 
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PBS. These washing steps differed from those recommended by Sheng and 
Schuster; the improved protocol provided less background than did the wash 
steps of the reference, which utilized 6 washes in 0.5% BSA/PBS. The 
membrane was then incubated in alkaline phosphatase buffer (0.05% M Tris-HCl, 
pH 9.5; 10 mM MgCl 2 ), followed by incubation in BCIP/NBT substrate solution 
(KPL). The development was stopped by washing the membrane in PBS/50 mM 
EDTA. The limit of detection was about 2-5 ng of native MB3 protein. 



Results and discussion 



The strategy used to insert the cDNA encoding the mature MB3 into 
expression vectors and the steps using this construct for the transformation of P. 
pastoris are outlined below. First, the MB3 gene is cloned into one of the 4 
Pichia expression vectors. In the next step, the resulting construct is linearized 
by digestion with Notl or flg/II, and his4 Pichia spheroplasts are transformed 
with the linearized construct. In the following step, a recombination event 
occurs in vivo between the 5 ' and YAOX1 sequences in the vector and in the 
genome, resulting in replacement of the AOX1 gene with the MB3 gene. Next, 
the Pichia transformants are selected on histidine-deficient medium, on which 
only cells that have undergone gene replacement can grow. The one-step gene 
replacement method described for S. cerevisiae (Rothstein. Mefh. Enzymol. 
70/:2O2-21 1 (1983)) was successfully used by Cregg et al. {Biological Research 
on Industrial Yeast, Vol. //, Stewart et al.. eds. t CRC Press, Boca Raton, pp. 1-1 8 
(1987)) for the replacement of the P. pastoris AOX1 structural gene. 
Transformation of GS1 15 with 10 jzg of linearized expression vectors (pHIL-D2, 
pHIL-Sl, pPIC9, and pPIC9K) with MB3 insert gave more than 100 colonies in 
each experiment. Thus, the procedure yielded >10 2 His colonies per p.g DNA, 
which is comparable to that reported for the best results of P. pastoris 
transformations. These transformants have the ability to grow on histidine- 
deficient medium (MD-minimal dextrose), and so are His . About 10-40% of 
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these recombinants were "methanol slow" (Mut s "methanol utilization slow"), 
i.e., demonstrated impaired growth on media such as MM (minimal methanol), 
which contains methanol as the sole carbon and energy source. These His7Mut s 
transformants are a result of the replacement of the AOX1 structural gene with 
the MB3 expression cassette containing the His' gene via a double crossover 
event. Recombination events may also occur as integration or insertion (single 
crossover events) of the expression cassette into the 5' or 3' AOX1 region, which 
leaves the AOX1 gene intact. Among the HisVMut 5 clones, 25-35% were 
positive, MB3-expressing transformants (Table 2). The reason that the AOXl- 
deleted transformants grow at all on methanol medium is due to low-level 
expression of alcohol oxidase activity by the AOX2 gene product. Analysis of 
DNA isolated from these "positive" recombinants using PCR with 5' AOX1, 3' 
AQXl 5' MB3, 3' MB3 and other specific primers, indicated that the AOX1 
structural gene was indeed replaced by the fragment containing the MB3 and 
HIS4 genes. Analysis of the DNA isolated from HisVMut' transformants 
indicated that the AOX1 structural gene was intact and that the entire vector 
containing IIis4 DNA had integrated elsewhere. Among 39 AOX1 -disrupted 
transformants that expressed MB3, no HisVMut T transformants were found, 
indicating preference for WxzAOXI replacement mode of integration. 

The results of immunoblot analysis of 84 Pichia transformants indicated 
that one may express the MB3 protein using all of the constructed recombinant 
plasmids, pHIL-D2/MB3, pHIL-Sl/MB3, pPIC9/MB3. and pPIC9K/MB3 (Table 
3). Thirty-nine clones were isolated that expressed the MB3 protein. Antigenic 
specificity of expressed MB3 protein was examined and was confirmed by 
Western blot analysis using monoclonal and polyclonal antibodies raised against 
wild type N. meningitidis OMP class 3. These results led to the conclusion that 
all of the expression vectors were correctly constructed, and that the 
transformations of Pichia spheroplasts were properly performed. 

The amount of expressed MB3 was determined by densitometry scanning 
of the Coomassie brilliant blue stained protein bands f ractionated by SDS-PAGE 
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using a Model GDS-7500 scanning densitometer (UVP Life Sci.) or Model 
IS- 1000 densitometer (Alpha Innotech Corp.)- Purified OMP class 3 extracted 
wild type of N. meningitidis was used as a standard. Based on the results 
(summarized in Table 3), the level of protein expression was estimated to be 
5 moderate to high. 

The optimization of the translation elongation rate for the expression of 
the MB3 gene (see Materials and Methods, above) was very useful. The 
modification of the starting MB3 sequence was especially effective for 
intracellular expression of the porin gene (pHIL-D2/MB3 construct). Because 

10 other constructs (pHIL-Sl/MB3 and pPlC9/MB3, both used for MB3 secretion) 

contained codons optimal for Pichia in the leader peptide sequence upstream of 
the MB3 insert, the initiation of translation of these cassettes was not rate- 
limiting. In contrast, the pHIL-D2/MB3 construct did not include a leader 
sequence, and so without codon optimization, translation would have had to have 

15 been initiated at rare codons of the MB3 insert. The codon-optimized pHIL- 

D2/MB3 construct, when transformed into Pichia chromosomal DNA, provided 
the highest level of MB3 expression of all the other mentioned MB3 expression 
constructs (Tables 3 and 4). Thus, this modification of the translation start 
sequence of MB3 appears to be responsible for the high yield of expressed protein 

20 in pHIL-D2/MB3 constructs. 

The level of MB3 expression by the best clones {Pichia transformed with 
the pHIL-D2/MB3 construct) was in the range of 0.1-0.6 g per 1L of cell 
suspension, or 1-3 mg per g of cell pellet (Table 3, Fig. 12). Such efficiency of 
expression in yeast has been reported for many of the following manufactured 

25 proteins: hepatitis B surface antigen (0.3 g/L), superoxide dismutase (0.75 g/L), 

bovine and human lysozyme (0.3 and 0.7 g/L, respectively), human and mouse 
epidermal growth factors (0.5 and 0.45 g/L respectively), human insulin-like 
growth factor (0.5 g/L), human interleukin-2 ( 1 .0 g/L), aprotinin analog (0.8 g/L). 
Kunitz protease inhibitor (1 .0 g/L), etc. (Cregg el ai. Biotechnology, 1 7:903-906, 

30 Table 1 (1993)). 



It should be emphasized that all of the previously listed levels of 
expression for manufactured proteins are the result of production of these proteins 
during fermentation in high cell density fermentors. MB3 was expressed utilizing 
only shake flask cultures which, as a rule, provide much lower expression levels 
than does fermentation. Recently reported observations lead one to expect a 
much higher yield (a 5- 1 0 fold or greater increase) of MB3 in a fermcnter (Cregg 
et al , 1 993). P. pastohs adapts well to being scaled up from shake flask to high 
density fermentor cultures. In addition, where ^ft^-deleted Pichia strains are 
used for fermentation, production of foreign proteins can be optimized by first 
causing rapid growth, and then adding methanol to induce protein production 
while minimizing additional cell growth. The long amount of time needed to 
produce proteins when Pichia is growing on methanol can be reduced by 
applying one of several mixed-feed fermentation strategies (Siegel et al., 
Biotechnoi Bioeng. 54:403-404 (1989); Brierley et al.. Int. Patent Application 
No. WO 90/03431 (1989); Brierly et al, Biochem. Eng 559:350-362 (1990); 
Siegel et at., Int. Patent Application No. WO 90/10697 (1990)). 

Another promising aspect of the expression levels of MB3 protein in 
Pichia is that the results were similar for all examined clones. As other 
investigators have found that in shake flask induction the level of expression is 
proportional to the number of copies of inserted gene of interest (Clare et al., 
1991), it can be deduced that all of the MB3 clones tested were single-copy 
chromosomal integrants, and thus that no Pichia recombinants with multiple 
integrated copies of the MB3 fragment were isolated. 

An important factor in obtaining high levels of expression using 
P. pastoris is the ability to obtain recombinants with multicopy transplacement 
or integration (Romanos et al. Vaccine 9:901-906 (1991); Clare et al, 
Bio/Technology 9:455-460 (1991); Clare et al. Gene 705:205-121 (1991)). . 
Multicopy transformants have been found to be surprisingly stable over multiple 
generations during growth and induction in high cell density fermentations. 
Since this multiple gene insertion event occurs at a low frequency during 
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spheroplast transformation, a special dot blot screening of a number of 
recombinants is used (Scorrer et al, Bio/Technology 72:181-184 (1993)). An 
alternative to screening for spontaneous multiple insertion events is to insert 
multiple copies of the gene(s) of interest into Pichia expression vector pA08 1 5, 
which has recently been constructed by Invitrogen for this purpose. 

Before attempting to express MB3, the protein was evaluated to determine 
if any of the factors believed to reduce expression levels were present. One of the 
factors which can reduce expected high-level accumulation of a protein is 
proteolytic stability. It is now known that highly expressed proteins are devoid 
of good PEST sequences. PEST sequences contain proline (P), glutamic acid (E), 
serine (S) and threonine (T), and are found in all rapidly degraded eukaryotic 
proteins of known sequence; such proteins have been implicated as favored 
substrates for calcium-activated proteases (Rogers et al., Science 23^:364-369 

(1986) ). Proteins that are expressed at high levels in yeast do not contain a so- 
called "good" PEST sequence (having a score >5 as calculated by the algorithm 
developed by Rogers et al (1986)), which leads to susceptibility to proteolysis, 
nor do they contain the pentapeptide sequences XFXRQ or QRXFX (X=any 
amino acid), which are selective for degradation of cytoplasmic proteins by the 
lysosomal pathway (Dice, J.F., Fed Am.Soc. Exp. Biol. (FASEB) 1 7:349-357 

(1987) ). Proteins that are expressed at high levels in yeast do not contain these 
pentapeptide sequences. Computer analysis of the MB3 sequence identified a 
"poor" but not "good" PEST region (13-32aa) having the sequence 
(EISRSVFHQNGQVIEVHAT. According Rogers el al ( 1 986) such a poor 
PEST sequence weakly influences the proteolytic stability of eukaryotic proteins. 
Thus, one of the factors which leads to proteolysis is not present in MB3. 

MB3 also does not contain the highly conserved pentapeptide sequences 
mentioned above. The sequence ROSFI (75-79aa) is present in MB3; this 
sequence displays some homology to the degradation pentapeptide QRXFX. but 
is not believed to greatly destabilize MB3. 
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The nature of the NH 2 -terminaI amino acid residue can also be an 
important factor in the susceptibility of a protein to degradation. Varshavsky et 
al have demonstrated that the presence of certain amino acids at the NH r 
terminus provide a stabilizing effect against rapid degradation by ubiquitin- 
mediated pathways (the N-end rule pathway) (Varshavsky et ai Yeast Genetic 
Engineering, Butterworths, pp. 109-143 (1989)). Most proteins that are 
expressed at high levels in yeast have a stabilizing amino-terminus amino acid 
residue (A, C, G, M, S, T or V). Examples of such proteins include human 
superoxide dismutase, human tumor necrosis factor, phosphoglycerate kinase 
from S. cerevisiae, invertase from S. cerevisiae, alcohol oxidase from P. pastoris % 
and extracellular alkaline protease from }'. lipolytica (Sreekrishna et ai t 
Biochemistry 25:41 17-4125 (1989)). Although MB3 is expressed well in yeast, 
the NH r terminal aspartic acid (D) of MB3 does not provide a stabilizing effect 
against rapid degradation by ubiquitin-mediated pathways. 

It is possible that the NH 2 -terminal aspartic acid of MB3 will play a role 
in the level of MB3 produced from Pichio in large scale production. Replacing 
the first amino acid of MB3 with one of the amino acids known to stabilize the 
NH 2 -terminus of proteins, mentioned above, could improve the level of MB3 
production. 

It was decided to proceed with experiments attempting to express MB3 
in yeast, as most of the factors known to reduce expression levels were not 
present in MB3. 

The best expression of MB3 was provided by Pichia clones transformed 
with the pHIL-D2/MB3 expression cassette (Tables 3 and 4). This pHIL-D2 
vector generated intracellular expression of complete, monomelic, non-fusion, 
non-secreted MB3 with an expected MW of about 34 kDa. These clones 
provided the highest level of expression of MB3, up to 600 mg/L or 3 mg per g 
of wet cell pellet (Table 4). About 90-95% of this product was insoluble, 
membrane-associated material, i.e., material which sediments upon centri- 
fugation for 5 min at lO.OOOg, and that can be extracted by treatment with SDS- 
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containing buffer (PAGE sample buffer) followed by boiling. The protein can 
then be renatured to a conformation that can be easily recognized by an anti- 
meningococcal OMP class 3 antibody. 

Induction of pHIL-D2/MB3 constructed clones with methanol resulted 
in the rapid expression and fast accumulation of intracellular MB3. After 24 
hours of a methanol induction, the level of expressed MB3 was estimated at not 
less than 80% of maximal, which was reached after 5-6 days. 

The pHIL-D2/MB3-containing Pichia recombinant is the most promising 
for commercial production. This clone provides relatively high levels of 
expression which could be significantly improved by using multiple-copy 
recombinants, and by producing the protein in a fermentor. The fact that MB3 
is rapidly produced also provides an advantage for large scale manufacture. 

MB3 expressed in an intracellular form was purified by a 
denaturation/renaturation protocol, followed by gel filtration and ion exchange 
chromatography. The resultant purified protein exhibits an elution profile on size 
exclusion chromatography that resembles the recombinant class 3 protein 
overexpressed in E. colt. MB3 expressed by either E. coli or P. past oris co-elutes 
with the native wild-type counterpart, indicating that MB3 expressed by either 
E. coli or P. pastoris refolds and oligomerizes, achieving full native conformation 
(Figs. 14Aand 14B). 

Both the native (Pichia) secretion signal (PHOl) and the alpha- factor 
signal sequence from S. cerevisiae were tested for targeting expressed porin to 
the secretary pathway. Unexpectedly, the shorter PHOl leader was more 
effective for causing MB3 secretion. The pHIL-Sl Pichia transfer vector 
includes a sequence encoding the 2.5 kDa PHOl leader peptide, a secretion signal 
peptide of P. pastoris. In the pHIL-Sl/MB3 construct, the sequence encoding 
MB3 was inserted downstream of the PHOl leader sequence. 40-50% of the 
36.5 kDa expressed fusion protein PH01/MB3 produced by pHIL-Sl/MB3 
clones was properly cleaved to generate a 34 kDa MB3 monomer (Tables 2 and 
3), and 5-10% of expressed soluble porin was secreted. The pPIC9 and pPIC9K 
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Pichia transfer vectors include a sequence encoding the 10 kDa alpha-factor 
leader derived from S. cerevisiae. Pichia clones transformed by pPIC9/MB3 or 
pPIC9K/MB3 did not secrete porin. These recombinants expressed a 44 kDa 
alpha-factor prepro/MB3 fusion protein well, but no evidence of correct 
5 cleavage and processing was observed. Improved secretion of expressed MB3 

was not obtained by using its 3' truncated fragment fused with either PHOl 
leader or alpha-factor leader peptides. 

Example 1 0. Isolation, purification and characterization of 
MB3 protein expressed as a secretory protein 

Yeast cells cultures harboring the expression vector containing the gene 
for MB3 (pHIL-Sl-pNV318) were configured to isolate the protein as soluble 
secreted material). The supernatant was clarified by precipitation with 20% 
ethanol (v/v) to remove contaminating yeast culture impurities. The supernatant 
was then precipitated with 80% ethanol (v/v). The resulting pellet was washed 
with TEN buffer (Tris HC1, pH 8.0, 100 mM NaCl and 1 mM EDTA), in order 
to remove other hydrosoluble contaminating secreted proteins. The pellet 
containing MB3 was dissolved in an aqueous solution of detergent (solubilizing 
buffer), comprised of TEN buffer with 5% Z 3-14. The solution was applied to 
a Mi-Trap Q Sepharose ion exchange column (1 ml) (Pharmacia) equilibrated in 
50 mM Tris, 0.2 M NaCI and 1 .0 mM EDTA (pH 8.0). A gradient of 0.2-1 .0 M 
NaCl was applied, and MB3 protein eluted as a single peak. 

Example 1 /. Isolation, purification and characterization of 
MB3 protein expressed as an insoluble- 
membrane bound protein 



10 



15 



20 



Yeast cells cultures harboring the expression vector containing the gene 
for MB3 (pHILD-2--pNV322) (see Table 3) were resuspended in breaking buffer 
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(i.e., 50 mM sodium phosphate buffer, pH 7.4, 1 mM EDTA, and 5% glycerol), 
to a concentration equivalent to 50-100 ODs. The suspension was added to the 
same volume of acid treated glass beads. The suspension was lysed using a 
Minibead-Beater (Biospec Products, Bartlesville, OK), in 8 consecutive cycles 
5 of 1 min each, followed by 1 min on ice, between each cycle. As an alternative 

procedure, the lysis process was facilitated by the addition of Zymolase to the 
breaking buffer. The suspension was transferred to a glass sintered filter to 
separate the glass beads, and the cell suspension was collected in the filtrate. The 
beads were further washed and the filtrates combined. The suspension was then 

10 centrifuged at 12,000 rpm for 1 5 min at 4°C. A series of consecutive washing 

steps, was applied to the resultant pellet, consisting of the following: (a) TEN 
(Tris HCl, pH 8.0, 100 mM NaCl, and 1 mM EDTA) containing 0.5% 
deoxycholate; (b) TEN containing 0.1% SDS and 1% Nonidet, after which the 
suspension was rotated for 30 min at 25 °C; (c) washing with TEN buffer; and 

15 (d) washing with TEN buffer containing 5% Z 3- 1 4, under rotation overnight at 

4°C. Each washing step was followed by centrifugation at 12,000 rpm for 10 min 
at 4°C to collect the pellet for the following step. As an alternative method of 
washing the pellet, the suspension was passed through an 1 8 gauge needle in lieu 
of rotation in steps (b) and (d). Finally, the MB3 was extracted with 8M urea, or 

20 6M guanadinium HCl, and the extract was sonicated for 10 min, using a water 

bath sonicator. The extract was clarified by centrifugation (12.000 rpm, for 10 
min at 4°C), the same volume of a 10% aqueous solution of 3,14-zwittergen 
(Calbiochem) was added and the solution thoroughly mixed. The solution was 
again sonicated for 10 min. Any residual material was removed by 

25 centrifugation. This mixture was then applied to a Sephacryl S-300 (5x100 cm) 

column (Pharmacia) equilibrated in a buffer comprised of 0.1 M Tris-HCl, 0.2 M 
NaCl, 10 mM EDTA, 20 mM CaCl 2 and 0.05% Z 3-14 (pH 8.0). Fractions 
containing class 2 protein were identified by SDS-PAGE, pooled, and applied to 
a Hi-Trap Q Sepharose ion exchange column (1 ml) (Pharmacia) equilibrated in 

30 50 mM Tris, 0.2 M NaCl and 1.0 mM EDTA (pH 8.0). A gradient of 0.2-1 .0 M 
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NaCl was applied and MB3 protein eluted as a single peak. Figures 14 A, 14B 
and 15 depict the elution profile of purified MB3 in a Sepharose 12 (Pharmacia) 
connected to an HPLC (Hewlett Packard, model 1 090). Based on the comparison 
with the native wild-type class 3 protein, as well as calibration using molecular 
weight standards, the elution profile is indicative of trimeric assembly. 

Example 12. Preparation of GAMP-TT Conjugate 

12.1 Preparation of NMA polysaccharide for conjugation. N. 
meningitidis group A (NMA) strain 604 A was grown in modified Franz medium 
(Franz, L D., J Bact. 75:757-761 (1942). Precipitation of the polysaccharide as 
a cationic detergent complex followed by fractional precipitation with ethanol 
provided the high molecular NMA capsular polysaccharide. The high molecular 
weight polysaccharide was further purified by ultra filtration. Partial hydrolysis 
of the polysaccharide with 100 mM sodium acetate buffer pH 5.0 at 70°C yielded 
a low molecular weight polysaccharide in the range of 1 0,000-20,000 daltons. 
The free reducing terminal residue of the polysaccharide was reduced with 
NaBH 4 in the cold to preserve O-acetyl substituents and then oxidized with 
sodium periodate to generate terminal aldehyde groups. The oxidized 
polysaccharide was the purified and fractionated by size exclusion 
chromatography to provide activated group A meningococcal polysaccharide 
(GAMP) of average molecular weight about 13,000 daltons. 

72.2 Preparation of GAMP-TT conjugate. Tetanus toxoid (Serum 
Statens Institute, Denmark) was first purified to its monomeric form 
(mw 150,000) by size exclusion chromatography using a Superdex G-200 column 
(Pharmacia). Freeze-dried tetanus toxoid monomer (1 part by weight) and 
oxidized GAMP (2.5 part by weight) were dissolved in 0.2 M phosphate buffer 
pH 7.5. Recrystallized NaBH 3 CN (1 part) was added and the reaction mixture 
incubated at 37°C for 4 days. The conjugate was purified from the free 
components by size exclusion chromatography using a Superdex G-200 column 
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(Pharmacia), and PBS containing 0.01% thimerosal as an eluent. Purified 
GAMP-tetanus toxoid conjugate was stored at 4°C in this buffer. The 
polysaccharide content of the conjugate based on phosphorus analysis (Chen 
assay) was about 1 8-20% by weight. 

Example 13, Preparation of GCMP-TT Conjugate 

13 J Preparation of NMC polysaccharide for conjugation. The 
capsular polysaccharide was isolated from the growth medium of Neisseria 
meningitidis group C (NMC) strain C 1 1 . This strain was grown in modified 
Franz medium. The NMC polysaccharide (group C meningococcal 
polysaccharide (GCMP)) was isolated from the culture medium by cetavlon 
precipitation as described for the GAMP. Native GCMP was O-deacetylated with 
base and depolymerized by oxidative cleavage with NaI0 4 to an average 
molecular weight of 1 0,000-20,000. The cleaved polysaccharide was sized and 
purified by gel filtration chromatography to provide a highly purified product of 
average molecular weight about 12,000 daltons and having aldehyde groups at 
both termini. 

13.2 Preparation of GCMP-TT conjugate. Tetanus toxoid monomer 
(1 part) and solid oxidized GCMP (1 part) were dissolved in 0.2 M phosphate 
buffer pH 7.5 and incubated at 37°C with 1 part of recrystallized NaBH 3 CN for 
4 days. The conjugate was purified from its free components by gel filtration 
chromatography on Superdex G-200 using PBS containing 0.01% thimerosal as 
eluent. The purified conjugate was stored at 4°C prior to being formulated for 
animal studies. The content of the polysaccharide in the conjugate was 33% 
based on its sialic acid content as measured by the Svennerholm resorcinol assay 
(Biochim. Biophys. Acta 244:604-61 1 (1957). 
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Example 14. Preparation of N-Propionyl Group B Meningococcal 
Polysaccharide-rPorB Conjugate 

14 J Preparation of Neisseria rPorB. Expression of class 3 N. 
meningitidis porin protein (PorB) in E. coli and purification of porin gene 
products is described supra. The recombinant rPorB protein was purified by 
using a sephacryl S-300 molecular sieve column equilibrated with 1 00 mM Tris- 
HC1, 200 nM NaCl, 10 mM EDTA, 0.05% Zwittergen 3, 14 (Calbiochem. La 
Jolla, CA), 0.02% sodium azide pH 8.0. The protein fractions as measured by 
their OD 28n eluting with an apparent molecular weight of trimers were pooled and 
diafiltered against 0.25 M HEPES, 0.25 M NaCI, 0.05% Zwittergen 3, 14 pH 8.5. 
to a concentration of 1 0- 1 2 mg/ml. 

14.2 Preparation of N-propionylated Group B Meningococcal 
Polysaccharide (GBMP). The N-propionylated GBMP and its oxidized form 
were prepared as described in U.S. Patent No. 4,727,136 and EPO 0504202 , both 
of which are fully incorporated by reference herein. 

143 Preparation of N-Pr-GBMP-rPorB conjugate. To 1 0 mg of 
oxidized N-Pr-GBMP of average molecular weight 12,000 was added 33 \i\ of a 
1 2 mg/ml of rPorB protein in 0.25 M HEPES, 0.25% M NaCL 0.05% Zwittergen 
3. 14, pH 8.5. The solution was mixed until all solid dissolved and 6.5 mg of 
recrystallized NaBH 3 CN was added. The solution was incubated at 37°C for 4 
days and the conjugate was purified from the mixture by using a Superdex G-200 
column (Pharmacia) equilibrated with PBS -0.0% thimerosal. Protein fractions 
were combined and stored at 4°C. The conjugates were analyzed for their sialic 
acid content by the resorcinol assay and for protein with the Pierce Coomassie 
Plus assay. The resulting conjugate had a polysaccharide content of about 20- 
25% and is devoid of any pyrogens as measured by the LAL and rabbit 
pyrogenicity tests. 
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Example 75. Analysis of Conjugates by Capillary Electrophoresis 



15.1 System and method. Analysis was performed by Capillary Zone 
Electrophoresis on a Beckman 2000 Series CE system (Beckman Instruments 
Inc., Fullerton, CA) using an untreated fused silica capillary of dimensions 47 cm 

5 total length (40 cm effective length) by 50 nm i.d. (375 |im o.d.) and 0.4N borate 

buffer, pH 10.2 as electrolyte (Hewlett Packard, Palo Alto, CA). System control 
and data acquisition was performed using Beckman Gold system software. The 
voltage was set at 25 KV arid the detector was set to 200 nm detection 
wavelength. The capillary temperature was set to 20°C The capillary was 
10 conditioned between runs with a high pressure rinse for 2.0 minutes with 0. 1 M 

sodium hydroxide followed by 2.0 minutes with deionizcd water. AH samples 
were pressure injected. All buffer and sample media were filtered through an 
appropriate 0.2 ^m membrane filter and degassed prior to use. 

15.2 Analysis of Conjugates. After purification the conjugates were 
15 concentrated by ultrafiltration through an Amicon Centricon-3 concentrator 

(Amicon, Inc., Beverly, MA). Meningococcal polysaccharide and tetanus toxoid 
monomer calibration samples were prepared in deionized water at a concentration 
of 0.25 mg/ml and 0.28 mg/ml, respectively. The method was determined to be 
selective for the glycoprotein and conjugate components with adjacent 

20 components being completely separated (Rs>1.5), as demonstrated in the 

electropherograms of the polysaccharides and protein spiked glycoprotein 
conjugates (Fig. 20 and Fig. 2 1 ). Fig. 20 shows the G AMP-TT conjugate spiked 
with GAMP and TT-monomer conjugate components, while Fig. 21 shows the 
GCMP-TT conjugate spiked with GCMP and TT-monomer conjugate 

25 components. The lower limit of detection (LLD) for the free form polysaccharide 

and protein components for the method was determined to be in the subnanogram 
level. A lower limit of quantitation (LLQ) of approximately 0.6 ng was obtained 
for the free form of each component. A linear response was obtained for the 
selected total mass of each component. A linear response was obtained for the 
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selected total mass range of 0.6-2.6 ng and 0.6-2.4 ng for the polysaccharide and 
protein, respectively, with a coefficient of determination of 0.99 for both curves. 
Using this CZE based assay, analysis of a meningococcal polysaccharide-tetanus 
toxoid conjugate indicated a free polysaccharide content of less than about 5% 
and a free protein content of less than about 2%. 

Example 16. Immunization and Immunoassays 

16A Trivalent conjugate vaccine formulation. Each individual 
conjugate component (A, B, C) was absorbed onto Aluminum hydroxide 
(Al(OH)j) Alhydrogel (Superfos, Denmark) at a final Al concentration of 

1 mg/ml of the trivalent vaccine. Three vaccines were formulated in which the 
doses of each conjugated polysaccharide varied. Formulations had either about 

2 jig of each A, B, and C conjugated polysaccharide; or about 2 \xg A conjugated 
polysaccharide, about 5 fig B conjugated polysaccharide and about 2\ig C 
conjugated polysaccharide; or about 5 \ig of each A, B, and C conjugated 
polysaccharide per dose of 0.2 ml of PBS, 0.01% thimerosal. 

16.2 Immunization. Female Balb/c mice (Charles River Laboratories) 
4-6 weeks old, were injected i.p. at days 0, 28. and 42. Bleeds were performed 
at days 0 ? 14, 28, and 42. and mice were finally exsanguinated at day 52. Sera 
were stored at -70°C prior to serological analysis. 

16. 3 Immunoassays: 

ELISAs: Antibody titers to each A, N-propionylated B and C polysaccharides 
were determined by ELISA using the corresponding HSA conjugates as coating 
antigen (Figs. 22, 23, and 24). Antibody titer was defined as the x-axis intercept 
of the linear regression curve of absorbance vs. absorbance x dilution factor. 
Bactericidal Assays: Bactericidal assays were performed using baby rabbit 
serum as a source of complement and N. meningitidis strains H 44/76 (Serotype 
15), Cll and Al respectively used as group B meningococcal, group C 
meningococcal, and group A meningococcal organisms in this assay (Figs. 25, 
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26, and 27). Bactericidal titer was defined as the serum dilution producing 50% 
reduction in viable counts. 

Having now fully described this invention, it will be understood by those 
of ordinary skill in the art that the invention can be practiced within a wide and 
5 equivalent range of conditions, formulations and other parameters without 

affecting the scope of the invention or any embodiment thereof. All patents and 
publications cited herein are fully incorporated by reference herein in their 
entirety. 
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Table 1. CLISA and Bactericidal Titers of Group B Meningococcal 
Conjugate Vaccines (N-Pr GBMP-Protein) 



Vaccine 


Adjuvant 


ELISA 
Titer 


Bactcricida 
1 Titer 




Saline 


5,400 


0 


N-PrGBMP- 


Al(OH) 3 


13.000 


0 . 


TT 


ST 1 


17,000 


0 




CFA 2 


40,000 


800 




Saline 


20.000 


500 




Saline 


22,000 


150 




Saline 


39.000 


960 




Al(OH) 3 


93.000 


200 


N-Pr GBMP-PP 


Al(OH) 3 


166.000 


>3,200 




Al(OH) 3 


130.000 


1.200 




ST 


53.000 


1.000 




ST 


29.000 


1.700 




ST 


72,000 


1.500 




Saline 


>100 


0 


N-Pr GBMP 


Al(OH) 3 


>100 


0 




ST 


>100 


0 




Saline 


>100 


0 


PP 


AI(OH), 


>100 


0 




ST 


660 


0 



'ST = Steary] tyrosine. 

2 CFA = Complete Freund's Adjuvant 
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Table 2. Efficacy of a transformation of yeast (Pichia) cells 



Construct 


Number of analyzed 
transformants 


1MB3 expressed transformants 


Number of positive 


% from total 


pHIL-D2 / MB3 


32 


9 


28 


pHIL-Sl /MB3 


23 


8 


35 


pPIC9 / MB3 


16 


4 


25 


pPIC9K / MB3 


16 


5 


31 
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Tablc 3. Expression of MB3 p rin protein with recombinant Pichia pastoris 



Code 
AMVAX 


Clone 


Vector 


Level of expression 
rog/g n»g/L 


Secretion 


pnv 3 1 1 


SI/MB3/3/S 


pHIL-SI 


ND 


20-30 


0 


pnv 312 


S1/MB3/5/S 


pHIL-SI 


ND 


30-40 


0 


pnv 3 1 3 


Sl/MB3/7/s 


pHIL-SI 


ND 


30-40 


0 


pnv 314 


S1/MB3/I2/S 


pHIL-SI 


ND 


20-30 


5 - 10 


pnv 315 


S1/MB3/I5/S 


pHIL-SI 


ND 


20-30 


0 


pnv 316 


S1/MB3/18/S 


pHIL-SI 


ND 


80- 100 


5 - 10 


pnv 317 


S1/MB3/22/S 


pHIL-SI 


ND 


50-60 


5 - 10 


pnv 3 1 8 


SWMB3/23/S 


pHIL-SI 


ND 


300 - 400 


5 - 10 


pnv 321 


D2/MBj/l-7/s 


pHIL-D2 


2.4 


480 


0 


pnv 322 


D2/MBj/2-I/s 


pHIL-D2 


3.0 


600 


0 


pnv 323 


D2/MB3/2-6/s 


pHIL-D2 


1.7 


340 


0 


pnv 324 


D2/MB3/2-8/S 


pHIL-D2 


1.6 


320 


0 


pnv 325 


D2/MB3/4-I/S 


pHIL-D2 


1.7 


340 


0 


pnv 326 


D2/MB3/4-3/S 


pHIL-D2 


2.4 


480 


0 


pnv 327 


D2/MB3/4-4/s 


pHIL-D2 


2.4 


480 


0 


pnv 328 


D2/MB3/4-5/s 


pHIL-D2 


2.4 


480 


0 


pnv 329 


D2/MB3/4-26/S 


pHJL-D2 


2.4 


480 


0 


pnv 34 1 


P9/MB3/1-46/S 


pPIC-9 


ND 


10-20 


0 


nnvy 

|JI1V JfZ 


ry/ Ivj oj/ 1 -zo 1 /S 


pPIC-v 


ND 


80- 100 


0 


pnv 343 


P9/MB3/I-263/S 


pPIC-9 


ND 


20-30 


0 


pnv 344 


P9/MB3/1-268/S 


pPIC-9 


ND 


20-30 


0 


pnv 345 


9K/MB3/Tr/3-4/s 


pPIC-9K 


ND 


150 - 200 


5 


pnv 346 


9K/MB3/Tr/3-5/s 


pPIC-9K 


ND 


100- 150 


0 


pnv 347 


9K/MB3/Tr/3-6/s 


pPIC-9K 


ND 


100- 150 


0 


pnv 348 


9K/MB3/Tr/3-8/s 


P PfC-9K 


ND 


80-100 


0 


pnv 349 


9K/MB3/Tr/3-9/s 


pPIC-9K 


ND 


80- 100 


0 
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Code 
AMVAX 


Clone 


Vector 


Level of expression 
mg/g mg/L 


Secretion 


pnv 350 


9K/MB3/6-1/S 


pPIC-9K 


ND 


150-200 


0 


pnv 351 


9K/MB3/6-2/S 


pPIC-9K 


ND 


100- 150 


0 


pnv 352 


9K/MB3/6-3/S 


pPIC-9K 


ND 


100- 150 


0 


pnv 353 


9K/MB3/6-5/S 


pPIC-9K 


ND 


80- 100 


0 


pnv 354 


9K/MB3/6-9/S 


r n »C-9K 


ND 


80- 100 


0 


pnv 355 


9K/MB3/8-22/S 


pPIC-9K 


ND 


150-200 


0 


pnv 356 


9K/MB3/9-5/S 


pPIC-9K 


ND 


80- 100 


0 


pnv 357 


9K/MB3/I0-20/s 


pPIC-9K 


ND 


80-100 


0 


pnv 358 


9K/MB3/I0-33/S 


pPIC-9K 


ND 


80- 100 


0 


pnv 359 


9K/MB3/Tr/11- 


pPIC-9K 


ND 


150-200 


0 


pnv 360 


9K/MB3/Tr/1 1- 


pPIC-9K 


ND 


150-200 


0 


pnv 36 1 


9K/MB3/Tr/ll- 


pPlC-9K 


ND 


80- 100 


0 


pnv 362 


9K/MB3/Tr/1 1- 


pPIC-9K 


ND 


80- 100 


0 
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Tabl 4. The expression of MB3 by rec mbinant clones with different 
expression cassettes. The main characteristic of the best clones. 



Code: 


pnv318 
sl/MB3/ 
23/s 


pnv322 
D1/MB3/2- 
1/s 


pnv345 
9K/MB3/Tr/3- 
4/s 


pnv350 
9K/MB3/6- 
1/s 


Characteristic: 
Expression vector 


pHIL-Sl 


pHIL-D2 


pPIC 9K 


pPIC 9K 


Fused leader 
peptide 


PHOl 
(2.5kDa) 


NO 


a-factor(10kDa) 


a- 

factor(10KDa) 


Promoter for 
MB3 


AOX1 


AOX1 


AOX1 


AOX1 


Size of expr. 
protein(s) 


34.0; 
37.5kDa 


34.0kDa 


43kDa 


44kDa 


Cleavage 
(Processing) 


Cleavage 
(40-50%) 


NO 


NO 


NO 


Secretion 


Weak, 
<10% 


NO 


NO 


NO 


MB3 degradation 


<10% 


<10% 


<10% 


<10% 


Express 
level(mg/g) 


2.0 


3.0 


2.0 


1.5 


Expression Level 
(mg/L) 


300.0 


600.0 


150.0 


150.0 


Cytosol 
localization 


60-70% 


5-10% 


50% 


50% 


Membrane 
association 


30-40% 


90-95% 


50% 


50% 


Solubility 


Partly 
soluble 


Insoluble 


Partly soluble 


Partly soluble 
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Table 5. Codon Usage for Pichia pastoris and MB3 



Pichia pastoris codon usage 



III 


phe 


r 


1 1 


I L 1 


ser 


c 


I .> 


TAT 

1 A 1 


tyr 


Y 


o 


1 (j 1 


cys 


C 


5 


TTC 


phe 


F 


5 


TCC 


ser 


S 


9 


TAC 


tyr 


Y 


8 


TGC 


cys 


c 


-> 


TTA 


leu 


L 


3 


TCA 


ser 


S 


-> 


TAA 


OCH 


Z 




TGA 


OPA 


z 




TTG 


leu 


L 


26 


TCG 


ser 


s 


3 


TAG 


AMB 


z 




TGG 


trp 


w 


3 


CCT 


leu 


L 


4 


CCT 


pro 


p 


6 


CAT 


his 


H 




CTG 


arg 


R 


4 


CTC 


leu 


L 


1 


CCC 


pro 


p 


5 


CAC 


his 


H 


3 


CGC 


arg 


R 


2 


CTA 


leu 


L 


4 


CCA 


pro 


p 


4 


CAA 


gin 


0 


12 


CGA 


arg 


R 




CTG 


leu 


L 


8 


CCG 


pro 


p 


1 


CAG 


gin 


0 


1 


CGG 


arg 


R 




ATT 


ile 


1 


8 


ACT 


thr 


T 


17 


AAT 


asn 


N 


9 


AGT 


ser 


S 


6 


ATC 


ile 


1 


7 


ACC 


thr 


T 


5 


AAC 


asn 


N 


4 


AGC 


ser 


S 


I 


ATA 


ile 


1 


3 


ACA 


ihr 


T 


S 


AAA 


lys 


K 


15 


AG A 


arg 


R 


6 


ATG 


ile 


M 


4 


ACG 


thr 


T 


1 


AAG 


lys 


K 


14 


AGG 


arg 


R 


6 


GTT 


val 


V 


15 


GCT 


a la 


A 


17 


GAT 


asp 


D 


15 


GGT 


gly 


G 


13 


GTC 


val 


V 


6 


GCC 


ala 


A 


6 


GAC 


asp 


D 


12 


GGC 


giy 


G 


5 


GTA 


val 


V 


2 


GCA 


ala 


A 


9 


GAA 


giu 


E 


23 


GGA 


gly 


G 


6 


GTG 


val 


V 


10 


GCG 


ala 


A 


1 


GAG 


glu 


E 


II 


GGG 


gly 


G 





Outer membrane group B porin protein class 3 (MB3) codon usage 



TTT 


phe 


F 


2 


TCT 


ser 


S 


8 


TAT 


tyr 


Y 


4 


TGT 


cys 


C 




TTC 


phe 


F 


1 1 


TCC 


ser 


S 


7 


TAC 


tyr 


Y 


1 1 


TGC 


cys 


C 




TTA 


leu 


L 


1 


TCA 


ser 


s 




TAA 


OCH 


Z 


1 


TGA 


OPA 


z 




TTG 


leu 


L 


1 1 


TCG 


ser 


s 


4 


TAG 


AMB 


Z 




TGG 


trp 


w 


4 


CCT 


leu 


L 


2 


CCT 


pro 


p 


2 


CAT 


his 


H 


-> 


CTG 


aru 


R 


4 


CTC 


leu 


L 


3 


CCC 


pro 


p 


3 


CAC 


his 


H 


7 


CGC 


arg 


R 


8 


CTA 


leu 


L 




CCA 


pro 


p 




CAA 


gin 


0 


10 


CGA 


arg 


R 




CTG 


leu 


L 


7 


CCG 


pro 


p 




CAG 


gin 


Q 


4 


CGG 


arg 


R 


1 


ATT 


ile 


1 


5 


ACT 


thr 


T 


5 


AAT 


asn 


K 


6 


AGT 


ser 


S 




ATC 


ile 


1 


7 


ACC 


thr 


T 


7 


AAC 


asn 


N 


12 


AGC 


sei 


S 


9 


ATA 


ile 


1 




ACA 


thr 


T 




AAA 


lys 


K 


21 


AGA 


arg 


R 


1 


ATG 


met 


M 


2 


ACG 


thr 


T 


1 


AAG 


lys 


k 


2 


AGG 


arg 


R 




GTT 


val 


V 


10 


GCT 


ala 


A 


4 


GAT 


asp 


D 


9 


GGT 


giy 


G 


I 


GTC 


val 


V 


5 


GCC 


ala 


A 


7 


GAC 


asp 


D 


12 


GGC 


gly 


G 


T 


GTA 


val 


V 


9 


GCA 


ala 


A 


9 


GAA 


glu 


E 


1 1 


GGA 


gly 


G 


1 


GTG 


val 


V 


7 


GCC. 


ala 


A 




GAG 


«lu 


E 


4 


GGG 


alv 


G 
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What Is Claimed Is: 

1 . A method for the high level expression of the outer membrane 
meningococcal group B porin protein or a fusion protein thereof in yeast, 
comprising: 

(a) ligating into a plasmid having a selectable marker a gene 
coding for a protein selected from the group consisting of: 

(i) a mature porin protein 

(ii) a fusion protein which is a mature porin protein fused 
to a yeast secretion signal peptide; 

wherein said gene is operably linked to a yeast promoter; 

(b) transforming said plasmid containing said gene into a yeast 
strain; 

(c) selecting the transformed yeast by growing said yeast in a 
culture medium allowing selection of said transformed yeast; 

(d) growing the transformed yeast, and 

(e) inducing expression of said protein to give yeast containing 
said protein; 

wherein the protein so expressed comprises more than about 2% of the total 
protein expressed in said yeast. 

2. The method according to claim 1, wherein the protein so 
expressed comprises about 3-5% of the total protein expressed in said yeast. 



3. The method according to claim 1, wherein said mature porin 
protein is the Neisseria meningitidis mature outer membrane class 3 protein from 
serogroup B. 
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4. The method according to claim 1 , wherein said yeast promoter is 
the AOX1 promoter. 

5. The method according to claim 1, wherein said yeast secretion 
signal peptide is selected from the group consisting of the secretion signal of the 

5 S. cerevisiae a-mating factor prepro-peptide and the secretion signal of the P. 

pastoris acid phosphatase gene. 

6. The method according to claim 1 , wherein said plasmid is selected 
from the group consisting of pHIL-D2, pHIL-Sl, pPIC9 and pPIC9K. 

7. The method according to claim 1 , wherein said gene comprises 
10 a nucleotide sequence that incorporates codons optimized for yeast codon usage. 

8. The method according to claim 7, wherein said codons optimized 
for yeast codon usage are in the 5' region of said gene. 

9. The method according to claim 8, wherein said 5' region of said 
gene is the nucleotide sequence: 

15 5'-gac gtC acT Ttg tac ggT acT att aaG gcT ggT gtT gaG act tec cgc tct gta tit cac cag 

aac ggc caa gtt act gaa gtt aca-3*. 

10. The method according to claim 8, wherein said yeast is P. 
pastoris. 

1 1 . The method of claim 1 wherein said yeast secretes said protein or 
20 fusion protein into a growth medium. 
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12. The method of claim 1 1 wherein said plasmid is selected from the 
group consisting of pHIL-Sl, pPIC9, and pPIC9K. 

13. A method of purifying the outer membrane meningococcal group 
B porin protein or fusion protein thereof obtained according to the method of 

5 claim 1 comprising: 

(a) lysing said yeast obtained in step (d) to release said protein 
or fuision protein as an insoluble membrane bound fraction; 

(b) washing said insoluble membrane bound fraction obtained 
in step (a) with a buffer to remove contaminating yeast cellular 

10 proteins; 

(c) suspending and dissolving said insoluble membrane bound 
fraction obtained in step (b) in an aqueous solution of a 
denaturant; 

(d) diluting the solution obtained in step (c) with a detergent; 
15 and 

(e) purifying said protein or fusion protein by gel filtration and 
ion exchange chromatography. 

14. A method of purifying the outer membrane meningococcal group 
B porin protein or fusion protein thereof obtained according to the method of 

20 claim 1 1 comprising: 

(a) centrifuging said yeast culture which has 

expressed the protein to isolate the protein as soluble secreted 
material; 

(b) removing contaminating yeast culture impurities from 
25 the soluble secreted material obtained in step (a) by precipitating 

said impurities with about 20% ethanol, wherein the soluble 
secreted material remains in the soluble fraction; 
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(c) precipitating the secreted material from the soluble fraction 
of step (b) with about 80% ethanol; 

(d) washing the precipitated material obtained in step (c) with 
a buffer to remove contaminating yeast secreted proteins; 

(e) suspending and dissolving the precipitated material 
obtained in step (d) in an aqueous solution of detergent; and 

(f) purifying the protein by ion exchange chromatography. 

1 5. A yeast host cell that contains a gene coding for a protein selected 
from the group consisting of: 

(a) a mature porin protein 

(b) a fusion protein which is a mature porin protein fused to a 
yeast secretion signal peptide. 

1 6. The yeast host cell of claim 1 5, wherein said yeast contains more 
than one copy of said gene. 

1 7. The yeast host cell of claim 1 5 wherein said mature porin protein 
is the Neisseria meningitidis mature outer membrane class 3 protein from 
serogroup B. 

18. The yeast host cell of claim 17 wherein said plasmid is selected 
from the group consisting of pHIL-D2, pHIL-SK pPIC9, pPIC9K and pA0815. 

19. The yeast host cell of claim 15, wherein said yeast is P. pasioris. 

20. The yeast host cell of claim 1 5, wherein the 5 1 region of the gene 
encoding said protein is encoded by the nucleotide sequence: 
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5'-gac gtC acT Ttg tac ggT acT an aaG gcT ggT gtT gaG act tec cgc let gta ttt cac cag 
aac ggc caa gtt act gaa gtt aca-3\ 

21. A nucleotide sequence coding for an outer membrane 
meningococcal group B porin protein, wherein at least one codon has been 
changed to optimize yeast codon usage. 

22. The nucleotide sequence of claim 21, wherein said porin protein 
is the mature outer membrane class 3 protein from serogroup B, and said codon 
changes are selected from the group of changes consisting of: (GTT to GTC at 
positions 4-6 of the native sequence), (ACC to ACT at positions 7-9 of the native 
sequence), (CTG to TTG at positions 10-12 of the native sequence), (GGC to 
GGT at positions 1 6- 1 8 of the native sequence), (ACC to ACT at positions 1 9-2 1 
of the native sequence), (ATC to ATT at positions 22-24 of the native sequence), 
(AAA to AAG at positions 25-27 of the native sequence), (GCC to GCT at 
positions 28-30 of the native sequence), (GGC to GGT at positions 31-33 of the 
native sequence), (GTA to GTT at positions 34-36 of the native sequence), (GAA 
to GAG at positions 37-39 of the native sequence); 

wherein said positions are numbered from the first nucleotide of the native 
nucleotide sequence encoding said protein. 

23. A vaccine comprising group A meningococcal polysaccharide 
(GAMP), group B meningococcal polysaccharide (GBMP), and group C 
meningococcal polysaccharide (GCMP) antigens, together with a 
pharmaceutical^ acceptable carrier. 

24. The vaccine of claim 23, wherein said group A meningococcal 
polysaccharide (GAMP), group B meningococcal polysaccharide (GBMP), and 
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group C meningococcal polysaccharide (GCMP) antigens are each conjugated to 
a protein carrier. 

25. The vaccine of claim 24, wherein said protein carrier to which 
said GBMP antigen is conjugated is class 3 N. meningitidis porin protein (PorB). 

26. The vaccine of claim 24, wherein said protein carrier to which 
said GAMP antigen and said GCMP antigen are conjugated is tetanus toxoid. 

27. The vaccine of claim 25, wherein said GBMP antigen is N- 
propionylated prior to being conjugated to PorB. 

28. The vaccine of claim 24 wherein said vaccine comprises about 
2 pg of the GAMP, GCMP and GBMP polysaccharide antigen conjugates. 

29. The vaccine of claim 24. wherein said vaccine comprises about 
5 pg of the GAMP, GCMP and GBMP polysaccharide antigen conjugates. 

30. The vaccine of claim 24, wherein said vaccine comprises about 
2 pg of the GAMP and GCMP polysaccharide antigen conjugates, and about 5 pg 
of the GBMP polysaccharide antigen conjugate. 

31. A method of inducing an immune response in a mammal, 
comprising administering a vaccine comprising group A meningococcal 
polysaccharide (GAMP), group B meningococcal polysaccharide (GBMP). and 
group C meningococcal polysaccharide (GCMP) antigens, together with a 
pharmaceutical^ acceptable carrier, in an amount sufficient to induce an immune 
response in a mammal. 



WO 97/28273 



PCT/US97/01687 



-95- 



32. The method of claim 3K wherein said group A meningococcal 
polysaccharide (GAMP), group B meningococcal polysaccharide (GBMP), and 
group C meningococcal polysaccharide (GCMP) antigens arc each conjugated to 
a protein carrier. 



5 



33. 



The method of claim 31, wherein said mammal is a human. 
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AT66ACGTTACGTTGTAC6GTACAATTAAA6CA66CGTA6AAGTTTCTC6C6TAAAA6ATGCT6GTACAT 70 
TACCTGCAATGGAACATGCCATGTTAATTTGGTCCGCATCTfCAAAGAGCGCATTTTCTACGACCATGTA 

HOV TLYGT I KAGVEVSR VKOAG.T 

ATAAAGCTCAAGGCGGAAAATCTAAAACTGCAACCCAAATTGCCGACTTCGGTTCTAAAAfCGGTTTCAA i an 
TATTTCGAGTTCCGCCTmAGATTTTGACGTTGGGTTTAACGGCTGMGCCAAGATTTTAGCCAAAGn 
YKAQG GKSKTATQ 1ADFGSK I' G* F K 

AfiGTCMGAAGACCTCGGCAACGGCATGAAAGCCATTTGGCAGTTGGAACAAAAAGCCTCCATCGCCGGC ? in 
TCCA6TTCTTCT6GA.GCCGTTGCCGTACTTTC6GTMACCGTCAA.CCTTGTTTTTCG6AGGTAGCGGCC6 

GQ EDLGN GMKAIVQLEQ K. ASIAG 

ACTAACAGCGGCTGGGGTAACCGCCAGTCCTTCATCGGCTTGAAAGGCGGCTTCGGTACCGTCCGCGCGG 280 
T6ATT6TCGCCGACCCCATTGGCGGTCAGGAAGTA6CCGAACTTTCCGCCGAAGCCATGGCAGGCGCGGC 

TNSGVGNRQSFIGL KGGFGTVRA 

GTAATCTGAACACCGTATTGAAAGACAGCGGCGACAACGTCAATGCATGGGAATCTGGTTCTAACACCGA 350 
CATTAGACTTGTGGCATAACTTTCTGTC6CCGCTGTTGCAGTTACGTACCCTTAGACCAAGATTGTGGCT 

GNLNTVLKDSGDNVNAWE SGSNTE 

AGAT6TACTGGGACTGGGTACTATCGGTCGTGTAGAAA6CCGTGAAATCTCCGTACGCTACGACTCTCCC 420 
TCTACATGACCCTGACCCATGATAGCCAGCACATCTTTCGGCACT7TAGAGGCAT6C6ATGCTGAGAGGG 

OV LGLGTI GRVESRE I S . V R Y. DSP 

GTATTTGCAGGCTTCAGCGGCAGCGTACAATACGTTCC6CGCGATAATGCGAATGATGTGGATAAATACA 490 
CATAAACGTCCGAAGTCGCCGTC6CATGTTATGCAAGGCGCGCTATJACGCTTACTACACCTATTTATGT 

VF AGFSGSVQYVPRDNANDVDKY 

AACATACGAAGTCCAGCCGTGAGTCTTACCACGCCGGTCTGAAATACGAAAATGCCGGTTTCTTCGGTCA 560 
TTGTATGCTTCAGGTCGGCACTCAGAATGGTGCGGCCAGACTTTATGCTTTTACGGCCAAAGAAGCCAGT 

K H T K SSRESYHAGLKYENA GF FGQ 

ATACGCAGGTTCTTTTGCCAAATATGCTGATTTGAACACTGATGCAGAACGTGTTGCAGTAAATACTGCA 630 
TATGCGTCCAAGAAAACGGTTTATACGACTAAACTTGTGACTACGTCTTGCACAACGTCATTTATGACGT 

YAGSFAKY ADLNTDAERVAVNTA 

AAT6CCCATCCTGTTAAGGATTACCAAGTACACCGCGTAGTTGCCGGTTACGATGCCAATGACCTGTACG 700 
TTACGGGTAGGACAATTCCTAATGGTTCATGTGGCGCATCAACGGCCAATGCTACGGTTACTGGACATGC 

NAHPVKDYQVHRVVAGYOANDL Y 

TTTCTGTTGCCGGTCAGTATGAAGCTGCTAAAAACAACGAGGTTGGTTCTACCAAGGGTAAAAAACACGA 770 
AAAGACAACGGCCA6TCATACTTCGACGATTTTTGTTGCTCCAACCAAGATGGTTCCCATTTTTTGTGCT 

VSVAGQYEAAKNNEVGSTKGKKHE 

GCAAACTCAAGTTGCCGCTACTGCCGCTTACCGTTTTGGCAACGTAACGCCTCGCGTTTCTTACGCCCAr QUO 
CGTTTGAGTTCAACGGCGATGACGGCGAATGGCAAAACCGTTGCATTGCGGAGCGCAAAGAATGCGGGTG 

QTOVAATAAYRFGKVTPRVSYAH 
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KVEQTASMVGLRHKF 
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12. 

Fig. jfs The production levels of the expressed MB3 
(clone: pnv 322; expression vector: pHIL-D2) 
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MB9ypnvl J 5r/pET24A -> 1 -phase Translation 

SKA sequence 942 b.p. ATGgacgttacc cacaaattctaa linear 

1/1 31/11 

ATG gac gtt acc ctg tac ggc acc att aaa gca ggc gta gaa act tec cgc tct gta ttt 
met asp val thr leu tyx gly thr ile lys ala gly val glu thr ser arg ser val phe 
61 / 21 91 / 31 

cac cag aac ggc caa gtt act gaa gtt aca acc get acc ggc ate gtt gat ttg ggt teg 
his gin asn gly gin val thr glu val thr thr ala thr gly ile val asp leu gly ser 
121 / 41 151 / 51 

aaa ate ggc tte aaa ggc caa gaa gac etc ggt aac ggc ctg aaa gee att tgg cag gtt 
lys ile gly phe lys gly gin glu asp leu gly asn gly leu lys ala ile trp gin val 
181 / 61 211 / 71 

gag caa aaa gca tct ate gee ggt act gac tec ggt tgg ggc aac cgc caa tec tte ate 
glu gin lys ala ser ile ala gly thr asp ser gly trp gly asn arg gin ser phe ile 
241 / 81 271 / 91 

ggc ttg aaa ggc ggc tte ggt aaa . ttg cgc gtc ggt cgt ttg aac age gtc ctg aaa gac 
gly leu lys gly gly phe gly lys leu arg val gly arg leu asn ser val leu lys asp 
301 / 101 331 / 111 

acc ggc gac ate aat cct tgg gat age aaa age gac tat ttg ggt gta aac aaa att gec 
thr gly asp ile asn pro trp asp ser lys ser asp tyr leu gly val asn lys ile ala 
361 / 121 391 / 131 

gaa ccc gag gca cgc etc att tec gta cgc tac gat tct ccc gaa ttt gec ggc etc age 
glu pro glu ala arg leu ile ser val arg tyr asp ser pro glu phe ala gly leu ser 
421 / 141 451 / 151 

ggc age gta caa tac gcg ctt aac gac aat gca ggc aga cat aac age gaa tct tac cac 
gly ser val gin tyr ala leu asn asp asn ala gly arg his asn ser glu ser tyr his 
481 / 161 511 / 171 

gee ggc tte aac tac aaa aac ggt ggc tte tte gtg caa tat ggc ggt gec tat aaa aga 
ala gly phe asn tyr lys asn gly gly phe phe val gin tyr gly gly ala tyr lys arg 
541 / 181 571 / 191 

cat cat caa gtg caa gag ggc ttg aat att gag aaa tac cag att cac cgt ttg gtc age 
his his gin val gin glu gly leu asn ile glu lys tyr gin ile his arg leu val ser 
601 / 201 631 / 211 

ggt tac gac aat gat gee ctg tac get tec gta gec gta cag caa caa gac gcg aaa ctg 
gly tyr asp asn asp ala leu tyr ala ser val ala val gin gin gin asp ala lys leu 
661 / 221 691 / 231 

act gat get tec aat teg cac aac tct caa acc gaa gtt gec get acc ttg gca tac cgc 
thr asp ala ser asn ser his asn ser gin thr glu val ala ala thr leu ala tyr arg 
721 / 241 7S1 / 251 

tte ggc aac gta acg ccc cga gtt tct tac gec cac ggc tte aaa ggt ttg gtt gat gat 
phe gly asn val thr pro arg val ser tyr ala his gly phe lys gly leu val asp asp 
781 / 261 811 / 271 

gca gac ata ggc aac gaa tac gac caa gtg gtt gtc ggt gcg gaa tac gac tte tec aaa 
ala asp ile gly asn glu tyr asp gin val val val gly ala glu tyr asp phe ser lys 
841 / 281 871 / 291 

cgc act tct gec ttg gtt tct gec ggt tgg ttg caa gaa ggc aaa ggc gaa aac aaa tte 
arg thr ser ala leu val ser ala gly trp leu gin glu gly lys gly glu asn lys phe 
901 / 301 931 / 311 

gta gcg act gec ggc ggt gtc ggt ctg cgc cac aaa tte taa 
val ala thr ala gly gly val gly leu arg his lys phe eeH- 
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Man. Class 3 opt . -> 1 -phase Translation 



ONa sequence 942 b.p. ATGgacgtCacT . .. cacaaattctaa linear 
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I 10 
AGATCgcggc 
CCACATCCAC 
CCAOCAGACC 
CATCCAAAAA 
ATTACOCTAC 
ATCTTTOTTT 

TTTAAACCCT 
CTTXOCTTCC 
TACCCTTTGT 
AOOGCAGTCT 
AACAACCCGC 
GCTOGCAATA 
CTTCACAGCC 
TCATTATTAC 
CCACTTTTAA 
CATGgacgcc 
ccaccagaac 
gaaaatcggc 
cgagcaaaaa 
cggcttgaaa 
eaccggcgac 
cgaacccgag 
cggcagcgta 
cgccggct t c 
acateatcaa 
cggttacgac 
gactgatgct 
ettcggcaac 
tgcagacata 
acgcacttct 
cgtagcgact 
ACTCTTCCTC 
CACCATCTCA 
TTCTAACCTA 
TCCTGATCAC 
TCGAGTTTGA 
ACAACTTCCT 
TTOCTAACCC 
CACCCTCACC 
CCCGGATATC 
TCCCTTCATC 
OCCCCCACTC 
CACACCCCTC 
TAACTCCCAG 
CAGCAGCCAG 
GTGAAGTCAT 
CCTACCTTCG 
ACCCACCAAC 
CGATTTCCAC 
ACCTTCCAAC 
CCAACTCCAC 
TATCGACACC 
CTCAGCCAAC 
CACCACCCAT 
CACTAACCAA 
CCTAACCCAT 
CCTTGTCCCC 
CAAAAACAAT 
AACGCACAAT 
AACGACACCA 
CATCCAATTT 
ATTCCATAAC 
CAAACTTCCC 



I 20 
egcgatcfcaa 
ACGTOCATTC 
CTTGCAAACC 
CCACCOCACT 
TAACAOCATO 
ATTTCOQAAT 
CACTCTOGOC 
CTCTTOGAAC 
TTGAAATCCT 
CTTCTTTOGT 
CTCTATCCCT 
TTTTTCGATO 
CTCCTCATAC 
AATATATAAA 
CTTACTTTCA 
CCACAACTTC 
actttgtacg 
ggccaagtta 
etcaaaggec 
g cat eta teg 
ggcggettcg 
accaatccct 
gcacgcctca 
caatacgcgc 
aactacaaaa 
gtgcaagagg 
aacgatgccc 
tccaattcgc 
gtaacgccc c 
ggcaacgaat 
gccttggttt 
gccggcygtg 
ACTTCAACTT 
GAATCCCATT 
TATAGTATAG 
CCTATCTCGC 
TCTTTTTCTT 
TTCTGCAACC 
ACTCAGCCAC 
CTCGATGCTC 
CTCCATTCCC 
CAATTTCTAT 
CTCCTCCCTT 
CTGTGGATCT 
TTTCTOCATA 
ATCCATCACT 
GAACTTCTGG 
CAAACTGTGC 
AAACACAGAT 
CATCAACTGT 
CGATAGCGTT 
ACCTTCCTTC 
CAACACAATC 
CAAATCTCGA 
CTCAATACTA 

ACCACCTACT 
AACGTAGATC 
TTCTTTCCAA 
TCCCCTTCCA 
CACTACACCA 
CCTCACCTTA 

ACTTACTTCT 



I 30 
catceaaaga 
TCACACATAA 
CACCACCTCC 
TATTGOOCTT 
ALTJ1A11AC 
OCAACAAOCT 
TCAAATACTT 
C TAATATC AC 
AAOGCCCAGT 
ATTCATTCAC 
TCTCAAOCCG 
ATTATGCATT 
CCTAACGTTC 
CAGAAGGAAG 
TAATTCCCAC 
AGAAGATCAA 
gtactattaa 
ctgaagttac 
aagaagacct 
ccggcactga 
gtaaattgcg 
gggatagcaa 
tttccgtacg 
ttaacgacaa 
acggtggctt 
gcttgaatat 
tgtacgcttc 
acaactctca 
gagtttctta 
acgaccaagt 
ccgccggttg 
ttggtctgcg 
CCGCATTACC 
TGCCTCAGAG 
CATTTTTTTT 
AGC TCATGAA 
GGTATTTCCC 
TTATCGATAA 
CGTGTATCAA 
TAGGCATAGG 
ACACCATCCC 

ccccACOCxrr 

CCCTACTTCG 
ATCGAATCTA 
GCAACCTTAA 
CCTTGGOCAA 
AACCTTGCAG 
TTGGTACCGG 
CCAGCCTCTT 
TCAGGAGCCT 
CTACACTCTC 
TCAACAGCAT 
ACCTCGGAAT 
TCAGCGTATT 
CACACCCCTC 
CGACCAAATA 
CCCTCGGCCC 
ACTTCTCCCC 
CCACCAACTT 
CCACGAATAT 
GGCCAACTCT 
TCTATAGACA 
AAACGACCTT 
AAAAGCGCTT 



I 40 
CGAAACGTTC 
CTCCCAAACO 
ACTCCTCTPC 
CATTCCAGCT 
CCTCTCTATC 
CCCCATtACA 
TCATGTTCCC 
AAAAGCGTGA 
TCCTCAAAAA 
CAATCCTCAA 
GTCGCACCTG 
GTCCTCCACA 
ATCATCAAAA 
CTCCCCTGTC 
TGCTTOCAAT 
AAAACAACTA 
ggctggtgtt 
aaccgctacc 
cggcaacggc 
ccccggccgg 
cgtcggccgt 
aagcgactaC 
ctacgattct 
tgeaggcaga 
cttcgtgcaa 
tgagaaatac 
cgtagccgta 
aaccgaagtt 
cgcccacggc 
ggttgtcggt 
gttgcaagaa 
ccacaaatcc 
ACAACACCGC 
ATCCAGCCTT 
CTCATTTTCT 
TATCTTCTGG 
ACTCCTCTTC 
CCTTTAATGC 
ATCTAACAAT 
CTTCCTTATG 
CACTCACTAT 
TCTCCCAGCA 
AGCCACTATC 
AATGTAAGTT 
CAGCATTOCG 
TATCTTTCAC 
TGTTAACTCC 
AGCACTAATC 
CTACTTCATC 
ACTCATTGGA 
CAATACACTT 
CTTCAATTCT 
CAATAOCATC 
TATCAOCAAT 
ATCTCTCATT 
TTTTCTCACA 
CTCCTCCTAC 
TAAGGGTACC 
TCCCAOGAAC 
AGACCCCAAC 
CAACTTCCAA 
CATCAATCCC 
CTAACACACC 
TCTCACCATT 



I 50 
AATGAAACCT 
CAACAOCAGO 
TCCTCAACAC 
CCCTCATTCC 
CTGGCCOCCC 
COCOAACATC 
AAATCOCCCA 
TCTCATCCAA 
CAAACTTCCA 
AAATAATCTC 
TCCCGAAACG 
TTGTATOCTT 
TTTAACTCTT 
TTAAACCTTT 
TCACAACCTT 
ATTATTOGAA 
gagacttccc 
ggcatcgttg 
ccgaaagcca 
ggcaaccg cc 
ttgaacageg 
ttgggtgtaa 
cccgaatctg 
cacaacagcg 
tacggcggtg 
cagatccacc 
cagcaacaag 
gccgctacct 
ttcaaaggtt 
gcggaatacg 
ggcaaaggcg 
taaCAATTCC 
TCTTCCTACA 
CATTTTTCAT 
TTCTTCTCCT 
TAGGGGTTTG 
AGACTACACA 
GGTAGTTTAT 
GCCCTCATCC 
CCCCTACTCC 
OCCGTCCTGC 
CTCTCCCACC 
CACTACCCCA 
AAAATCTCTA 
CTGAGCATCT 
TCCCTCACCA 
CCTCTATTCA 
TCCACAACTC 
AACATAAGAA 
CATTTCCAAA 
GCGTACAATT 
GGCAACCTCC 
TTCACCTTCA 
AACTACAACT 
TTCAACCATC 
CTTACCAACA 
CACCATACAC 
ATCCTTCTTA 
ACCCACCATC 
TTTCTCAATA 
CCTCTCCCTT 
TCTCTTAACC 
TCTCTTCAAA 
TTCACCAACA 



I 60 
1TX 1CCCATC 
CCATACACTA 
CCACTTTTGC 
AATTCCTTCT 
TOQCCAGCTC 
ACTCCACATG 
AAaCTCACAO 
CATCAACTAA 
AAACTOCCCA 
ATTAATCCTT 
CAAATCCCCA 
CCAAGATTCT 
CTAACCCCTA 
TTTTTTATCA 
TTCATTTTAA 
ACCAGGAATT 
gctctgtatt 
attcgggccc 
tttggcaggt 
aatccctcac 
tcctgaaaga 
acaaaattgc 
ccggcctcag 
aatcttacca 
cctataaaag 
gttcggtcag 
aogcgaaacc 
tggcataccg 
tggttgatga 
acttctccaa 
aaaacaaatt 
CTTAGACATC 
TTCTAATCAA 
ACTTTTTTAT 
ACCACCTTGC 
GCAAAATCAT 
ACATTAACTC 
CACACTTAAA 
TCATCCTCCC 
CCGGCCTCTT 
TACCCCTATA 
CCTTTCGCCG 
TCATCCCCAC 
AATAATTAAA 
AGACCTTCAA 
GTTACCTCTT 
CGCCCATATC 
TCTGCACACT 
CAAGCATTCT 
GOCI C CTCCT 
TCAACCCTTG 
TTCTCTCTCA 
CACAGAAGCT 
TCAGAAGGCC 
ATCTTGGCAC 
GTTTCTCTTC 
TTAGCACCAA 
CCTCCACATC 
ACCCAACTCG 
GCTCTTGCAA 
ACTTGACCTT 
TTATCTGGCA 
CCGACTCCAT 
TTCTCCACAA 



60 
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240 

300 

360 
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480 

S40 
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840 
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960 
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10B0 
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1740 

1800 

I860 
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2040 
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2160 
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2400 

2460 
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2580 

2640 

2700 

2760 

2820 

2880 

2940 
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3120 

3180 

3240 

3300 

3360 

3420 

3480 

3S40 

3600 

3660 

3720 

37BO 

3840 
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3941 TICCTTTCAC taattccata aictcticoo 

3901 CAATTTCTTO TCAC0ACOCC TXACAAACGT 
3961 A ACCCACTTC TTTAOQTTTG CATTCTTCTT 
4021 CATCTCCTTT CCTTCTAOTO ACCTTTAOCC 
4081 CCAAOCTCAC ACCOTACT1U CCACATCTAA 
4141 CCCAGGCTAT ATCTTCCTTO OATTTAOCTT 
4201 TAGCCTTCAA CAAAACTTCO 7CQTCAAATA 
4261 TCCTCTTAOC ATCCCACAAC CTCOCTTCCA 
4221 AQGAACTCCG TTCCAAC1XJA CAOAAACCAA 
43B1 AOTCTCCATC ACAATCCAAT TCGATACCCA 
4441 £"TA T ACCA CAAACOGTCA CCACOAGATT 
4501 CCCGAATACA CTTmXJOAC GAOTACAOCA 
4561 OCAAACTACT QAATACAOCA TCOGOOOOQT 
4621 TCACACCCAA CXTTTTUACA TCTTCAC&AA 
4681 CAATAATCGC CATTATACCA GAACCAACAC 
4741 CACAAAAAGC ATAAACACTT CXACTACCGC 
4801 CAGAACAAAA ACCCACAOCC ATACTAOCAT 
4861 OGCTCCTATA GATAAC0CTA GCC C CT C CCA 
4921 CTACCTCCAA AATCACRCA TTGATAOCAT 
4981 CCTCCTCAAA TT GGKJL11T GTAACCGATC 
5041 TCCATT CACT GAACTTCATC ACCTTGTCCA 
5101 TTCCTACCAA ACTCAAGQAA TTATCAAACT 
5161 CAAATCTCAT ACTTGAAGTC GGAGAGTCAC 
5221 TTTATTATCA CTCACTCACT CATCAQGACA 
5281 TCACOCCCCC CACAGCTCCC GTTOCTO0CG 
5341 ATCCCCCTCC CCACTTCCCC CTCATCACCG 
5101 CCCTCCCCCG CCCACTCTTC QCCGCC A TCT 
5461 TCCTCAACCC CCTCAACCTA CTACTCCCCT 
S521 ACCCTCCACT ATCTATCATT OGAAGTATCG 
5581 TCACCTCTCC TATCACATTA TCCCCAACTA 
S641 ATTTCTCTGA CTTTTCCTCA TCAGTAGACT 
5701 CACAAATCTC CTTCTTCOAC ACACTAAATG 
S761 CAGCAACAAA C 111 Hum 1 OCAACTTTTT 
5821 ATATCTCCCG TACGAATCGA GCCCCCAAAT 
S8B1 ACCCTTTCTA CATACTCATC OCAACTTCAC 
5941 CCGAATCCAC AGAAATCAAA UriUTlTUll 1 
6001 AACTCACAAT ACTCTOCTCG TCTTTTGACC 
6061 ATCTAAATAA TCTTCACCAC CCAACOOGAT 
6121 GTTAAAACCA CAACTATCTC TCCCTCTATT 
6181 CATCAACTTG AGCCCCACTA TCTTCTTTTA 
6241 AAA CGTACC C TCATTT TAAA CCTCAAATTT 
6301 ATAACTCTTA TTTTTCAGTC TTCCCCATCT 
6361 CCTTATCCAT CATAACCTCT CAAACATCAC 
6421 ACAAATCTTC AAGACCAAAC CCCCTOCT C A 
6481 TAATAAT CCT TTCTTACACC TCACCTOCCA 
6541 TTTCTTTATT TTTCTAAATA CATTCAAATA 
6601 AA ATOCTTCA ATAATATTGA AAAACGAACA 
6661 TTATTCCCTT TTTTCCCCCA TiTHUJCVll 1 
6721 AACTAAAAGA TCCTGAAGAT CACTTGGCTG 
6781 ACAGC GGTAA CATCCTTCAC ACTTTTCCCC 
6841 TTAAACTTCT CCTATCTGGC CCGGTATTAT 
6901 CTCCCC CCAT ACACTATTCT CACAATGACT 
6961 ATCTTACCCA TCGCATCACA CTAAGACAAT 
7021 ACACTGCGGC CAACTTACTT CTGACAACCA 
7081 TCCACAACAT CGGGGATCAT CTAACTCCCC 
7141 CCATACCAAA CCACGACCGT GACACCACCA 
7201 AACTATTAAC TCCCCAACTA CTTACTCTAC 
7261 ACGCOCATAA ACTTCCACCA CCACTTCTCC 
7321 CTCATAAATC TCGACCCGGT CAGCGTOCCT 
7381 ATCGTAACCC CTCCCCTATC CTAGTTATCT 
7441 AACCAAATAC ACACATCGCT CAGATAGCTC 
7501 ACCAACTTTA CTCATATATA CTTTAGATTC 
7S61 AAATTCCCCT TAAATTTTTC TTAAATCACC 
7621 AAAATCCCTT ATAAATCAAA ACAATAGACC 
7681 AACAACACTC CACTATTAAA CAACCTGCAC 
7741 CACCCCCATC CCCCACTACC TCAACCATCA 
7801 CCTAAACCAC TAAATCOCAA CCCTAAAGCC 
7861 CCCCCCAACC TCCCCACAAA CCAACCCAAC 
7921 CCAAGTCTAC CGCTCACCCT CCCCCTAACC 
7981 CACCCCCCCT AAAACGATCT ACCTCAACAT 
B041 TTAACCTCAC TTTTCCTTCC ACTCAGCCTC 
8101 TTGACATCCT TTTTTTCTCC GCCTAATCTC 



TTTTCTOCAT AOOAOCAOOA AGOOCATCTT 1900 
CAATTTTOCA CAATTCAATA OOACCTTCAC 3960 
TAO0TT0TTC CI IUU1U1A T OCTOCCTTCO 4020 
ACTTCATATC GAOOTTXCTC TOCAOCTOCT 4080 
CTAATCCAAA ATAA AATAA Q TCAOCACATT 4140 
CTCCAAOTTC ATCAOCTTCC TOCCTAATTT 4200 
ACCCTTTCCT ATAAGAACCT TCTOGAGCAT 4260 
TOGCTCTAAG ACCCTTTGAT TQQOCAAAAC 4320 
CACCTCTTTO TTCAAOCACA AATTTCAAGC 4380 
OCAACTTTTO ACTTOCTCCA GATGTACCAC 4440 
CCTAGACTCC ACTTTCTCTC CTTATACCCT 4500 
OOOOCAAOGA GTAATTAGAA GACTCAOCCA 4560 
CAOTAQTCAA ACACOOCAAC AAAATTTCAC 4620 
OTTCOTATTC AGTAGTCAAT TCCCGACCAT 4680 
TOGAACTCAC ATCTACCAAC lTAWUfll T 4740 
CATTACTGAA ACTTTTCAAA TCCCOCACTG 4800 
TAQCOQQCAA CCATCCAACT TTATCAA0CA 4860 
TCATCCTTTC GACAACTCTT TCTGCCAAAT 4920 
TATTCTACAA CTTCACCAAG TTCTCCATCA 4980 
ACTCAACTTC CACATTAACT TCAACCTCAG 5040 
OCTCCTCAGC AOCATAOGGA AACACGGCTT 5100 
CTCCAACACT TGCCTATCCA CGTACCAAGG 5160 
TCTACTCTTC ACAAATTCTC AACCCCTATT 5220 
TCCTCTACGC CGGACGCATC CTGCCCGCCA S280 
CCTATATCCC CGACATCACC GATCGGCAAG 5340 
CUimiUO CCTGOCTATC GTCGCAGGCC 5400 
CCTTCCATCC ACCATTCCTT CCCCCCCCCC 5460 
CCTTCCTAAT GCACCACTCC CATAACGGAC 5520 
CAATCCTCAT ACCCCCATTC TJCACTCTCT 5580 
AACCAACCCC ACGACGACAT TTCATGCTAA 5640 
CCAACTCTGA GACT A TCTC C CTTATCACAC 5700 
AAGTCCCACC AATAAAGAAA T0CTTGTTAT 5760 
CCCTCOCTTC AACTATAAAA TCTACAGTCG 5820 
OCTTACCTTC TGGACCTTCA ACAGCTATCT 5880 
TCACAACCTT CCTATTTCCT TCAAACCATT 5940 
TACTATTCAT CCAAOCCACT CCCCTCTTCA 6000 
TCATCTTTCT ATGAATAAAT CTAGTCTTTG 6060 
AAATAOCCAA ATCTAAAACT CTTTTAAAAC 6120 
AAACC0CAAA TCACCTCCTA GTCTCATCCT 6180 
CACAAATTTG CGGACATCCC ATATCCAGAA 6240 
ATCTCAAGAT CgcygccCCC ATCTCGAATA 6300 
CCCTCTATTT CACAATACCA ACATCACTCA 6360 
AATTAATTCG ATCATAACCT CTCAAACATG 6420 
TACCCCTATT TTTATAGCTT AATCTCATGA 64 BO 
CTTTTCCCCC AAATCTCCGC OGAACCCCTA 6S40 
TCT A TCCCCT CATCACACAA TAACCCTCAT 6600 
CTATGACTAT TCAACATTTC CCTCTCCCCC 6660 
CTGTTTTTCC TCACCCAGAA ACCCTCCTCA 6720 
CACCAGTCGC TTACATCCAA CTCCATCTCA 6780 
CCCAAGAACG TTTTCCAATC ATGAGCACTT 6840 
CCCCTCTTCA CCCCGGCCAA CACCAACTCC 6900 
TCCTTCACTA CTCACCACTC ACACAAAACC 6960 
TATCCACTCC TCCCATAACC ATCACTCATA 7020 
TCGGACGACC GAAGGAGCTA ACCCCTTTTT 7080 
TTGATCCTTC GCAACCCCAC CTCAATCAAG 7140 
TCCCTCCAGC AATCCCAACA ACCTTCCCCA 7200 
CTTCCOCGCA ACAATTAATA GACTCCATCC 7260 
CCTCCOCCCT TCCCCCTGGC TCCTTTATTC 7320 
CTCCCOCTAT CATTCCAOCA CTCGCGCCAC 7380 
ACACGACGCG GACTCAOCCA ACTATCCATC 7440 
CCTCACTCAT TAACCATTCC TAACTCTCAC 7500 
ATTTAAATTC TAAACCTTAA TATTTTCTTA 7S60 
TCATTTTTTA ACCAATACCC CGAAATCGCC 7620 
CACATACCCT TCAGT C TTCT TCCACTTTCC 7680 
TCCAACCTCA AACCGCCAAA AACC G TCTAT 7740 
CCCTAATCAA CTTTTTTCCC CTCCACCTCC 7800 
ACCCCCCCAT TTAGACCTTC ACCCCCAAAC 7860 
AAACCCAAAC CACCCGCCCC TAGGCCCCTC 7920 
ACCACACCCC CCCCCCTTAA TCCCCCCCTA 7 9 B0 
CCTTTTTCAT AATCTCATGA CCAAAATCCC 6040 
ACACCCCCTA CAAAACATCA AAGCATCTTC 8100 
CTCCTTCCAA ACAAAAAAAC CACCCCTACC 8160 
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0161 AOCOCTCOTT 
9221 CAOGMXAOOO 
6281 CAAOAACTCT 
•241 TOOCAC TCQC 
•401 OOOQGMSOGO 
•461 CTACACOGAA 
•521 OfWOMAOOOO 
•S81 OCTTOCUCCC 
•641 TGAOCCTC CA 
•701 CGCCOCCTTT 
•761 CTTATCCCCT 
6821 OOOCAQCCCA 
6881 OOCGTATTTT 
•941 TACAATCTGC 
9001 TOQCTCATCG 
9061 CTOCTCCCCG 
9121 AGCTTTTCAC 
I 10 



T5TTTO00C0 M CMflWQCr 
GAGATAOCAA AXACIUIOCT 



CEATAAGTOOT 



CTGACA1AOC 
GACAOOTATC 
GGAAACGCCT 
TTTTTGTOAT 
TTAOGGTTCC 
GATTCTCTCO 
ACCACOGAOC 
CTCCTTACGC 
TCTGATQOCG 
CTO O Q00000 
CATOCOCTTA 
CGTCATCACC 
I 20 



CICTTAO0O0 
OOOaGOGTTC 
TACA0CO1CA 



GOTATCTTTA 

GCTOCTCAGG 
TCWOCTTTTC 
ATAAOOGTAT 
OCAGOCAGTC 
A1C7GTQ0CC 
CATACTXAAO 
ACXCCOOOCA 
CAOAGAA0CT 
GAAAG000CG 
I 30 



AOCAACTCT T 
TC1A0TGTAO 
GOCTCXOCTA 
CTllXACTCA 
GZOCACACAG 
OCATTGAGAA 
CAOOCTOOQA 
TUCTOCTOTC 
OOOOCOSAQC 
CTOCCCTTTT 
TAO000CTTT 

agtcaoogag 

TATTTCACAC 
CCAGTATAGA 
ACAOOOOCTQ 
CTGAOOCTCT 
AOOCAC 

I 40 



TTTOOQAA0O 

ooctAom o 

ATOCTOTTAC 
ACAOOATACT 
OOCAOCTTCO 
AO0O0CAOOC 
AGMXAGfcGC 
OOGTTTGOCC 
CTATCGAAAA 
OCTCACATCT 
GACTGAOCTG 
GAAOOGGAAG 
CCCATATCCT 
CTCCOCTATC 

aoocococtg 

COCGCAmrlu 
I 50 



TAACTGOCTT 8220 
GOCAOCACTT 8260 
GACT00C1OC 8340 
TAOO00A1AA 8400 
AOOCAAOGJtC 8460 
TTCCOOAACO BS20 
GGACCAOQGA 8560 
AOCTCTCACT 8640 
ACGCCAOCAA 8700 
TCTTTCCTCC 8760 
ATACCCCTCG 8820 
AOCOCCTCAT 8880 
OeACTCT CA G 8940 
GCTACCTGAC 9000 
AOOCOCTTCT 9060 
CATGTGTCAG 9120 
9156 

I 60 
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9191 b.p. AGATCTAACATC ... AGTFATIATTCC linear 

I 40 (50 | 60 

TGAAACCTTT TTCCCATCCC ACATOCACAO 60 
ACAGGACCCC ATACACTAGC ACCAGACCCT 120 
CTGAACACCC ACTTTTOCCA TOGAAAAACC 160 
CICATTCCAA TOCTTCTAT TACCCEACTA 240 

ooo ccc c tm oogaoctcat cnrormT 300 

CQAACATCAC TDCACATCAG OGCTTTCTCA 360 
ATQCCCCAAA ACTCACACTT TAAACOCTCT 420 
TCATCCAAGA TGAACTAAGT T lCClTlJCriT 480 
AACTTCCAAA ACTCCCCATA UXlTTtfllT 540 
ATAATCTCAT TAATCCTTAC CCCAGTCTCT 600 
COGAAACCCA AATCCGGAAA CAA CC O tX. T r 660 
GTATGCTTCC AACATTCTCC TCCGAATACT 720 
TAACTCTTCT AACCCCTACT TCACAGCCAA 700 
AAACCTTTTT TTTTATCATC ATTATTACCT 840 
ACAACCTTTT GATTTTAACG ACTTTTAACC 900 
TATTCCAAAC CATCTTCTCT OCAATTTTCT 960 
TCCAATCTCT CTTCCCTCCA gacgtcactt 1020 
cttcccgctc tgtatttcac cagaacggcc 10B0 
tcgccgattt gggcccgaaa atcggcttca 1140 
aagccacttg gcaggttgag caaaaagcac 1200 
accgccaatc cttcatcggc ttgaaaggcg 1260 
acagcgtcct gaaagacacc ggcgacatca 1320 
gtgtaaacaa aattgccgaa cccgaggcac 1380 
aatttgecgg ccccagcggc agcgtacaat 1440 
aeagcgaatc ttaccacgcc ggettcaact 1500 
Ccggtgccta taaaagacat caccaagtgc 1560 
tccaccgttt ggtcagcggt tacgacaatg 1620 
aacaagacgc gaaactgact gatgcttcca 1680' 
ctaccttggc ataccgcttc ggcaacgtaa 1740 
aaggtCCggC tgatgatgca gacataggca 1800 
aatacgactt ctccaaacgc acttctgcet 1860 
aaggcgaaaa caaattcgCa gcgactgccg 1920 
CTCCATCCTT AGACATCACT CTTCCTCACT 1980 
TCCTAGATTC TAATCAAGAC CATCTCACAA 2040 
TTTTCATACT TTTTTATTTC TAACCTATAT 2100 
TTCTCCTACC ACCTTCCTCC TGATCACCCT 2160 
OCCTTTCCGA AAATCATTCC ACTTTCATCT. 2220 
GTACAGAACA TTAACTCACA ACTTCCTTTC 2280 
ACTTTATCAC ACTTAAATTC CTAACCCACT 2340 
CTCATCCTCA TCCTCCCCAC CCTCACCCTC 2400 
CTACTCCCCG CCCTCTTCCC CGATATCCTC 2460 
CTCCTOCTAG CCCTATATCC CTTCATGCAA 2520 
TCCGACCCCT TTCCCCOCCC CCCAGTCCTG 2580 
TACCCCATCA TCCCGAOCAC ACCCCTCCTC 2640 
ATCTCTAAAT AATTAAATAA CTCCCACTTT 2700 
ACCATCTACA CCTTCAACAC CACCCACATC 2760 
CTCACGACTT ACCTCTTCTC AAGTGATGAA 2820 
CTATTCACCC OCATATCCCT ACCTTCCCAA 2880 
ACAACTCTCT CCACACTACC CACCAACAAA 2940 
ATAACAACAA OCATTCTCCA TTTOCACGAT 3000 
TTCCAAAGCC TCCTCCTACC TTGGAACGGA 3060 
TACAATTTCA ACCCTTGCCA ACTCCACAGC 3120 
AACCTCCTTC TCTCTCATAT CGACAOCCAA 3180 
ACCTTGACAC AGAACC7CTC ACCCAACCAA 3240 
TACAACTTCA CAACCCCCAC CACCCATCTC 3300 
AACCATCATC TTCCGACCAC TAACCAACTG 336D 
ACCAACACTT TCTCTTCCCT AACCCATACC 3420 
CATACACTTA OCACCAACCT TCTCGCCAAC 34BO 
CTTCTTACCT GGACATOCAA AAACAATTTC 3540 
CACCATCACC CAACTCGAAC CCACAATTCC 3600 
CTCAATACCT CTTCCAAAAC CACACCACAC 3660 
CTCCCTTACT TCACCTTCAT CGAATTTCCT 3720 
CTTAACCTTA TCTCCCAATT CCATAACTTC 3780 
CTTCAAAC-C ACTCCATCAA ACTTCCCACT 3840 
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I 10 I 20 | 30 

1 AGATCTAACA TCCAAACACQ AAACCTOAA 
61 GICCATTCTC ACACATAACT CCCAAAOCCA 
121 TPCAAACGCA GQACCTOCAC lUlU 'l lll 
281 ACCCCAGTTA TTGOGCTTGA TICGACCTCC 
241 ACAOCATGAC TTTATTAGCC TCTCTATCCT 
301 TTCCCAATCC AACAAOCtCC GCATTACACC 
361 CTOTC GGG 1 V AAATACTTTC ATCTTOOCAA 
421 CTTCGAACCT AATATQACAA AACCCTOATC 
481 CAAATCCTAA OCOOCACRG CICAAAAACA 
541 TCTTTOGTAT TGATTGAOGA ATOCTCAAAA 
€01 C WCT OCi C l lx: TGAACCCOCT GCCACCTGTG 
661 TTTCGATGAT TATCCATTCT CCTCCACATT 
721 OCTCATAGCC TAACGTICAT CATCAAAATT 
781 TATATAAACA GAAGGAAGCT CCCCTCTCl- l ' 
841 TACTTTGATA ATTCCGACTC CT7CCAATTC 
901 ACAACTTCAC AAGATCAAAA AACAACTAAT 
961 CCTTCCAAAT TATTTTACCT TTCCCTACTT 
1021 tgtacggtac tattaaggct ggtgttgaga 
1081 aagttactga agctacaacc gctaccggea 
1141 aasgccaaga agacctcggt aacggcctga 
1201 ctatcgccgg tactgactcc ggttggggca 
1261 gcttcygtaa attgcgcgtc ggtcgtttga 
1321 atccttggga tagcaaaagc gactatttgg 
1381 occccatttc cgtacgctac gaccctcccg 
1441 acacgettaa cgacaatgca ggcagacata 
1501 acaaaaacgg tggcttcttc gtgcaatatg 
1561 aagagggctt gaatattgag aaataccaga 
1621 atgccctgta cgcttccgta gccgtacagc 
1681 attcycacaa ctctcaaacc gaagttgccg 
1741 cgecccgagt ttcttacgcc cacggcttca 
1801 acgaacacga ccaagtggtt gtcggtgcgg 
1861 tggtttctgc cggccggttg caagaaggca 
1921 gcggtgtCgg tctgcgCcac aaattctaaT 
1981 TCAACTTCCC CATTACGACA ACACCGGTCT 
2041 TCCCATTTCC CTCAGACATC CAOCCTTCAT 
2101 ACTATA CCAT TTTTTITCTC ATTTTCTTTC 
2161 ATCTOCCA CC TCATGAATAT CTTGTGCTAC 
2221 TTTTCTTCGT ATTTCCCACT OCTCTTCACA 
2281 TCCAACCTTA TCCATAACCT TTAATCOCCT 
2341 CACOCACCCT CTATGAAATC TAACAATCCC 
2401 CATGCTGTAC CCATAGGCTT 0G7TATCCCC 
2461 CATTCCCACA CCATCCCCAC TCACTATCCC 
2521 TTTCTATCCC CACCCGTTCT CGCACCACTC 
2581 CTCGCTTCGC TACTTGGAGC CACTATOGAC 
2641 TCGATCTATC CAATCTAAAT GTAACTTAAA 
2701 CTCCATACCA ACCTTAACAC CATTCCCCTG 
2761 CATCACTCCT TCCCCAATAT CTTTCACTCC 
2821 CTTCTGCAAG GTTGCAGTCT TAACTCOCCT 
2881 ACTCTCCrrc CTACCOOACC ACTAATCTCC 
2941 CACACATCCA GCGTCTTGTA CTTGATCAAC 
3001 CAACTCTTCA CGACCGTACT GATTCGACAT 
3061 TACCCTTCTA GACTCTGCAA TACACTTCCC 
3121 TTCGTTCTGA ACACCATCTT CAATTCT GC C 
3181 CAGAATCACC TCCCAATCAA TACCATCTTC 
3241 ATCTCGATCA CCCTATTTAT CACCAATAAC 
3301 AATACTA CAC ACCCCTGATC TCTCATTTTG 
3361 CTTTCCTGCA CCAAATATTT TCTCACACTT 
3421 ACCTACTCCC TGGGCCCCTC CTCCTAGCAC 
3481 CTAGATCACT TCTCGCGTAA CCCTACCATC 
3S41 T TTCC AACCA CCAACTTTGC CACGAACACC 
3601 CCTTCCACCA CCAATATACA CCCCAACTTT 
3661 TACACXTACCC CAACTCTCAA CTTCCAACCT 
3721 CACGTT ATCT ATACAGACAT CAATGCCTCT 
J781 CTCTCCCAAA CCACCTTCTA ACACACCTCT 
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3841 TAOTTCTAAA A lUU-lllOi CACCAT T/TC 
3901 TTCCATAATC TOTTOCOTTT TCTOCATACO 
3961 CGACGCCTTA CAAACCTCAA TTTTCCACAA 
4021 JU5GTTTGCAT TCTTCT1TAC CTTCTTCCTT 
40B1 TCTAGTX3ACC TTTAGOSACT TCATATCCAC 
4141 OTACTTCOCA CATCTAACTA ATCCAAAATA 
4201 TTCCTTGOAT TTAGCTTCTC CAACTTCATC 
4261 AACTTOCTCC TCAAATAACC GTTTGGTATA 
4221 CCACAACCTC CCTTCCATCG CTCTAACACC 
4381 CAAGTCACAG AAACCAACAC CTCTTTGTTC 
4441 ATCCAATTCC ATACCCACCA ACTTTTCACT 
4501 AOCGTCACGA CQAOATP QC T AQACTCCACT 
4561 TTTCCACGAC TACAOCAOOC CCAACCAGTA 
4621 TAGACCATCC GGGCCC TCA C TAGTCAAACA 
46B1 TTTCACATCT TCACAAACTT CCTATTCACT 
4741 TATACCACAA GCAACAOTGO AAGTCACATC 
4801 AACACTTCTA CTAOOOOC A T TACTGAAACT 
4061 CACACCGATA CTAOCATTAG OCOCCAAOCA 
4921 AACOCTACCC CCTGCGATCA TCCTTTOGAC 
4981 CACTTCATTG ATACCA7TAT TCTACAACTT 
S041 CTCCTCTCTA ACGGATOACT CAACTTOCAC 
5101 CTTGATCACG TTCTOCACCT CCTCAOCACC 
5161 CAACGAATTA TCAAACTCTC CAACACTTCC 
S221 TCAACTCCCA CACTCAGTCT AGTCTTCACA 
5281 ACTCACTCAT CAGGAGATCC TCTACGCCGC 
5341 AGCTCCGCTT CCTCCCCCCT ATATCCOCGA 
5401 CTTCGCCCTC ATCACCGCTT CTTTCCOCCT 
5461 ACTCTTCCCC CCCATCTCCT TCCATGCACC 
SS21 CAACCTACTA CTCCCCPCCT TCCTAATCCA 
5581 TATCATTGCA ACTATCCGAA TCGTGATACC 
5641 CACATTATGC CCAACTAAAC CAACCGCACC 
5701 TT CC TCATCA CTAGACTCCA ACTCTCACAC 
5761 CTTGGAGACA GTAAATGAAC TCCCACCAAT 
SB21 CTTGTTTCCA ACTTTTTCCG TCOCTTGAAC 
5881 CAATGGACCG GGCAAATCCT TACCTTCTCC 
5941 ACTCATGCCA ACTTCACTCA CAACCTTCCT 
6001 AATCAAACTT CTTTCTCTAC TATTCATCCA 

6061 iT u riccicr tttcaoctca tctttctatc 

6121 TCACCACCCA ACGCCATAAA TACCCAAATC 
61 Bl GTATCTCTCC CTCTATTAAA CCCCAAATCA 
6241 CGCACTATCT TCTTTTACAC AAATTTGCCC 
6301 TTTTAAACCT GAAATTTATC TCAAGATCTC 
6361 AACCTCTCAC ACATGCACCT CCCGGAGACG 
6421 AGCAGACAAC CCCCTCAGGG CCCGTCAGCC 
6481 ACCCAGTCAC GTACCCATAC CCCACTGTAT 
6541 TTGTACTCAC ACTGCACCAT ATCCCCTGTC 
6601 ACCCCATCAC CCCCTCTTCC OCTTCCTCCC 
6661 TCCCOCCACC GCTATCACCT CACTCAAACC 
6721 ATAACGCACC AAACAACATC TCACCAAAAC 
6781 CCCCCTTCCT CCCCTTTTTC CATAGCCTCC 
6841 CCTCAAGTCA GACGTGGCGA AACCCCACAC 
6901 CAAGCTCCCT CCTCCCCTCT CCTCTTOCCA 
6961 TICTC CC 1 CGGAAOCCTG QCGCTTTCTC 
7021 TCTACCTCCT TCCCPCCAAG CTGGCCTCTG 
7081 CCCCCTTATC CCCTAACTAT CCTCTTGACT 
7141 TGCCACCACC CACTCCTAAC AGCATTACCA 
7201 TCTTGAAGTG CTGGCCTAAC TACCGCTACA 
7261 TCCTGAAGCC ACTTACCTTC GGAAAAAGAG 
7321 CCGCTCGTAC CCCTCCTTTT TTTCTTTCCA 
7381 CTCAAGAAGA TCCTTTGATC TTTTCTACCC 
7441 CTTAACGCAT TTTCCTCATG AGATTATCAA 
7501 CCCTCTACCC CCCCATTAAC CGCCCCCGCT 
7561 CTTCCCACCC CCCTAGCCCC CCCTCCTTTC 
7621 CCCCGCTTTC CCCCTCAACC TCTAAATCGC 
76B1 TTACCCCACC TCCACCCCAA AAAACTTCAT 
7741 CCCTCATACA CGCTTTTTCG CCCTTTCACC 
7801 TTCTTCCAAA CTGCAACAAC ACTCAACCCT 
7861 ATTTTCCCGA TTTCGOCCTA TTGGTTAAAA 
7921 AATTTTAACA AAATATTAAC CTTTACAATT 
7981 TTCGTCTGAC ACTTACCAAT CCTTAATCAC 
8041 TCCTTCATCC ATACTTCCCT CACTCCCCCT 
8101 ACCATCTCCC CCCACTCCTC CAATCATACC 



ACGAACATTO TCCACAATTG CT1T0ACTAA 3900 
AO0A0CAAO8 OCATCTTCAA OTA CliUIGA 3960 
TTCAATACGA OCTTCAGAAO UU HUUir 4030 
CCTCTATCCT CGCTTCOCAT CXXX'm UCr 4080 
CrmC ' ltl ' Ctl AOCT0CTOCA AO GTCA CACC 4140 
AAATAACTCA CCACATTCCC AOQCTATATC 4200 
AGCTTCCTCC CTAATTTTAG CCTTCAACAA 4260 
AGAACCTTCT CCAOCATTCC TCTTACCATC 4320 
CmCATTGG CCAAAACAGC AAGT0CGTTC 4380 
AACCACAAAT TTCAAGCACT CTCCATCACA 4440 
TCCTCCAGAT CTAGCACCTT TATACCACAA 4500 
TlWU T UU 'l ATAGCCTCCG CAATACACTT 4560 
ATTACAACAG TCACCCACCA AAGTAGTGAA 4620 
CGCCAACAAA ATTTCACTCA CAGCCAACTT 4680 
AGTCAATTCC CCAGCATCAA TAATCOCCAT 4740 
TACCAACTTT GCGCTCTCAG AAAAAOCATA 4800 
TTTCAAATCC CCCAGTGGAC AAGAAAAACG 4860 
TCCAACTTTA TCAACCAGCC TCCTATACAT 4920 
AACTCTTTCT CCCAAATCTA CGTCCAAAAT 4980 
GAGCAAGTTC TCGATCAGCT CCTCAAATTG 5040 
ATTAACTTCA AGCTCACTCG ATTCACTCAA 5100 
ATACGCAAAC ACCCCTTTTC CTACCAAACT 5160 
CTATCCACGT ACCAAGCCAA ATCTCATACT 5220 
AATTCTCAAC CCGTATTTTT ATTATCACTG 5280 
ACGCATCCTC CCCGCCATCA CCGCCCOCAC 5340 
CATCAOCCAT CGGGAAGATC GCGCTCCCCA 5400 
CGGTATCCTG GCACCCCCCC TCCCCGGCGC 5460 
ATTCCTTCCC GCCGCCCTCC TCAACCCCCT 5520 
CCAGTCCCAT AAGGCAGACC CTCCACTATC 5580 
CCCATTCTTC ACTCTCTTCA CCTCTCC TAT 5640 
AGCACATTTC ATCGTAAATT TCTCTGACTT 5700 
TATCTCCGTT ATGACACCAC AAATGTCCTT S760 
AAAGAAATCC TTCTTATCAG CAACAAACTT 5820 
TATAAAATCT AGACTCGATA TGTCCCCTAC 5880 
ACCTTCAAGA CGTATCTACG CTTTCTAGAT 5940 
ATTTCCTTCA AACCATTCCG AATCCAGAGA 6000 
AGCCACTCCG CTCTTCAAAC TCACAATACT 6060 
AATAAATCTA CTCTTTGATC TAAATAATCT 6120 
TAAAACTCTT TTAAAACGTT AAAAGCACAA 6180 
CCTCCTACTC TGATCCTCAT CAACT TCAC G 6240 
ACATCCCATA TCGACAAAAA CGTACGCTCA 6300 
TOCCTCCCCC CTTTCGGTGA TCACCCTCAA 6360 
CTCACACCTT CTCTCTAACC CCATCCCCCC 6420 
OCTCTTCGCC CCTCTCGGCC CCCACCCATC 6480 
ACTGCCTTAA CTATCCGCCA TCACAGCAGA 6540 
AAATACCCCA CAGATGCCTA AGGAGAAAAT 6600 
TCACTCACTC CCTCCCCTCC CTCCTTCCGC 6660 
CGGTAATACC CTTATCCACA CAATCACCCC 6720 
CCCACCAAAA CCCCACGAAC CCTAAAAAGG 6780 
CCCCCCCTGA CGACCATCAC AAAAATCCAC 6840 
CACTATAAAC ATACCAGGCG TTTOXCCTC 6900 
CCCTCCCCCT TACCCGATAC CTG TLCCCC i 6960 
AATCCTCACC CTGTACGTAT CTCAG TTCCC 7020 
TCCACCAACC CCCCCTTCAC CCCCACCOCT 7080 
CCAACCCCCT AACACACCAC TTATCGCCAC 7140 
CAGCCACCTA TCTACGCCGT CCTACACACT 7200 
CTACAACGAC ACTATTTCCT ATCTCCCCIC 7260 
TTCCTACCTC TTCATOCGCC AAACAAACCA 7320 
ACCACCACAT TACCCCCACA AAAAAAGCAT 7380 
CCTCTCACCC TCACTGGAAC GAAAACTCAC 7440 
AAACGATCTT CACCTAGATC CTTTTACCCC 7500 
CTGGTCCTTA CCCGCAGCGT CACCC CTACA 7560 
CCTTTCTTCC CTTCCTTTCT CCCCACCTTC 7620 
CCCCTCCCTT TACCGTTCCC ATTTACTCCT 7680 
TACCCTGATC CTTCACCTAC TCCCCCATCC 7740 
TTGCACTCCA CCTTCTTTAA TAGTCCACTC 7800 
ATCTCGCTCT ATTCTTTTGA TTTATAACCC 7860 
AATGACCTCA TTTAACAAAA ATTTAACCCC 7920 
TAAATCAATC TAAAGTATAT ATGACTAAAC 7980 
TCACGCACCT ATCTCAGCCA TCTCTCTATT 8040 
CCTCTACATA ACTACCATAC . CCCAGCCCTT 81 00 
GCCACACCCA CCCTCACCCC CTCCACATTT 8160 
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61£1 
•221 
•2*1 
•Ml 
•401 
•461 
•521 
•581 
•541 
•701 
•761 
••21 
•681 
8941 
9001 
9061 
9121 
9181 



ATCAOCAATA 



AAOCAOOCAG 
CACICTATTA 
AAOU11UI1U 
TTCAOCTQCQ 



CTOCAAAAAA 
AUIU11ATCA 
AAGATCCTTT 
OOQAOCCAGT 
TTTAAAAGTC 
OCICTTGAGA 
TACTTTCACC 
AATAAGGCCG 
CATTTATCAC 
ACAAATACCC 
TATTATCATC 
TTTCXCATCT 
TAAGCTGACT 
GTTATTATTC 
I 10 



CTCATQGTTA 
TCTGTCACTO 
TOCTCTTOOC 
CTCATCATTO 
TCCAGTTOGA 
AGCCTTTCTO 
ACAO GOAAAT 
CCTTATTCTC 
CTTOOQOOCA 
ACATTAACCT 
TTCACAOCTT 
CATCTTGGTA 
C 

I 20 



OOOQAAOQQC 
ATTOTTOOOC 
OCHTXOCSOC 

orroocAAOc 

OCTTOOOdOC 
TOOCMCACT 
CTQACTACTC 

cajm icAAC 

GAAAAOCrrC 
TOTAAQOCAC 
OQTCAOCAAA 
GTTOAATACT 
TC AtGAOCOO 
CATTTOCCCG 
ATAAAAATAC 
ATCATCGAAT 
TTCTCAAATA 

I 30 
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C0AOOOCAGA 
QQAA QCTAGA 
AEXCATOCTS 
ATCAAOOCCA 
T00CAT0OTT 
OCATAATTCT 
AACCAACTCA 
AOCOCATAAT 
TICOGO0CCA 
TCCP0CAOCC 
AACA CGAACC 
CATACTCTTC 
ATACATATTT 
AAAAG7QCCA 
OCCTATCACC 
TAATTCTCAT 
CACGCACATC 

! 40 



JbSrOGTCCTC 
CTAAOTACTT 
CTCTCAOOCT 
OTTACATOAT 
CTC ACAACTA 
CTTACTCTCA 
TTCTCACAAT 
ACCCOGOCAC 
AAACTCTCAA 
AACT CATCTT 
CAAAATOCCG 
CTTTTTCAAT 
CAATGT ATTT 
OCTCACCTCT 
ACCOCCTTTC 
CTTTCACAOC 
OCCAACACTC 

I 50 



CAACTTTATC 8220 
CGOCACTTAA 8280 
(VILLI 1 ICO 8240 
CCCCCATCTT 8400 
AGTTGOCCOC 8460 
TOCATOOCT 8520 
AGTCTATOCC 8580 
ATACCACAAC 8640 
GCATCTTACC 8700 
CACCATCTTT 8760 
CAAAAAAOCC 8820 
ATTATTGAAC 8880 
AQAAAAATAA 8940 
AAGAAACCAT 9000 
CTCTTCAAGA 9060 
TTATCATOGA 9120 
AAAAATAACA 9180 
9191 

I 60 
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SKA MQUtnee 6974 b.p. AGATCTAACATC ... AGTTATTAlTCC linear 

I 10 I 20 I 30 I 40 I 50 I 60 

1 AOATCTAACA TCCAAAOAOO AAAGCTTGAA TQAAACCTTT TTCOCATDCC ACATCCACAC 60 
61 CTCCATTCTC ACACATAACT CCCAAAGGCA ACACCACCCO ATAGACTAGC AGCAGACCCT 120 
131 TOCAAACGCA CGAOCTOCAC IWlCl fC lC CTCAACAOCC ACTTTTOCCA TOGAAAAACC 180 
181 AOOCCAGTTA TTOCOCTVQA TTOQAOCTCC CTCA170CAA TXCCTTCTAT TAGCCTACTA 240 
341 ACACCATOAC TTTATTACCC 1CTCT A TOCT OOXtxrCTO CCCEAOCtTCA TCTTTCTTTA 100 
301 TTTCOOAATG CAAGAAOCTC GOCATTACAC OCQAACATCA CICCAGATCA OOCCTTTCTG 160 
161 ACT0T0GOCT CAAATACTTT OWOTPOOCc AAATOCCOCA AAACTGACAO TTTAAAO0CT 420 
421 CICTTCGAAC CTAA3KTGAC AAAAGCCTCA TCTCATOCAA CATCAACTAA CTTTOGTICG 480 
481 TTGAAATCCT AACOCOCACT TE9GTCAAAAA CAAACTTCCA AAACTCOOCA TAOOCTTTCT S40 
S41 CTTCTTTOCT ATTOATTCAC CAATOCTCAA AAATAATCTC ATTAATGCTT ACCOCAGTCT 600 
€01 CTCTATCGLT TCTCAACCCC CTCOCAGCTC TQCOGAAACO CAAATOCOCA AACaCCCCCT 660 
661 TTTTOGATGA TTATGCATTC TfcTCCACATT GTATOCTTCC AAGATTCTCC TOCQAATACT 720 
721 OCTGATACCC TAACCXTCAT GATCAAAATT TAACTCTTCT AACCCCTACT TCACACcAAT 780 
781 ATATAAACAC AACGAACCTC OCCTOTCTTA AACCTTTTTT TTTATCATCA TTATTACCTT 840 
841 ACmCATAA TTCCCACTCC TTCCAATTGA CAAOCTTTTG ATTTTAACCA CT1TIAACCA 900 
901 CAA CTTCA CA ACATCAAAAA ACAACTAATT ATTOGAAGGA TCCAAAOCat gACATTTOCT 960 
961 TCAATTTTTA CTCCACTTTT ATTOC CA CCA TCCTCCCCAT TACCTGCTCC AGTCAACACT 1020 
1021 ACAACAGAAC ATGAAACCCC ACAAATTOCC OCTCAAOCTC TCATCCCTTA CTCACATTTA 1080 
10B1 GAACGCGATT TCGATCTTCC TGTTTTGCCA TTTTCCAACA CCACAAATAA CGCGTTATTC 1140 
1141 TTTATAAATA CTACTATTCC CACCATTCCT GCTAAAGAAC AACCCCTATC TCTCCACAAA 1200 
1201 ACACACCCTC AACCTTACCT ACAATTOgac gtcactttgt acggtactat taaggctggt 1260 
1261 gttgagactt cccgctctgt atttcaccag aacggccaag ttactgaagt tacaaccgct 1320 
1321 accggcatcg ttgatttggg ttcgaaaatc ggcttcaaag gccaagaaga cctcggtaac 1380 
1381 ggectgaaag ccatttggca ggttgagcaa aaagcatcca tcgccggtac tgactccggt 1440 
1441 tggpgcaacc gecaatcctt catcggcttg aaaggcggct tcggtaaatt gcyogtcggt 1500 
1501 cgtttgaaca gcgtcetgaa agacacoggc gacatcaatc cttgggatag caaaagcgac 1560 
1561 tatttgggtg taaacaaaat tgccgaaccc gaggcacgcc *tcatttcegt acgctacgat 1620 
1621 tctcccgaat ttgccggcct cagcggcagc gtacaatacg cgcttaacga caatgcaggc 1680 
1681 agaeataaca gcgaatccta ccacgcaggc tccaaccaca aaaacggtgg cttcctcgtg 1740 
1741 caatatggcg gtgcctacaa aagaeatcat caagtgcaag agggcttgaa tattgagaaa 1800 
1801 taccagat.Ce accgtttggt cagcggttac gacaatgatg ccctgtacgc ttccytagcc 1860 
1861 gcacagcaac aagacgcgaa actgactgat gcttecaatt cgcacaactc tcaaaecgaa 1920 
1921 gttgccgcta ecttggcata ecgcttcggc aacgtaacgc cccgagtttc ttacgcccac 1980 
19S1 ggcttcaaag gtttggttga tgatgcagac ataggcaacg aatacgacca agtggttgtc 2040 
2041 ggtgcggaat acgacttctc caaacgcact tctgccttgg tttctgccgg ttggtcgcaa 2100 
2101 gaaggcaaag gcgaaaacaa attcgtagcg actgccggcg gtgttggtct gcgtcacaaa 2160 
2161 ttct aaCCTA CCGCCOCCCC CAATTAAtTC CCCTTAGACA TCACTCTTCC TCACTTCAAC 2220 
2221 TTCCOCAcTT ACGACAAGAC OCCTCTTCCT AGATTCTAAT CAACACGATC TCAGAATOCC 2280 
2281 ATTTCCCTCA CACATCCACC CTTCATTTTT CATACTTTTT TATTTCTAAC CTATATACTA 2340 
2341 TACCATTTTT TTTCTCATTT UflTlHTU CCTACCACCT TCCTCCTCAT CAGCCTATCT 2400 
2401 CGCAOCTGAT CAATATCTTC TGGTAGGCGT TTCGCAAAAT CATTCCAGTT TGATCTTTTT 2460 
2461 C TTCG TATTT CCCACTCCTC TTCACACTAC ACAACATTAA CTCACAACTT CGTTTGTCCA 2520 
2521 AOCTTATCCA TAACCTTTAA TCCCCTACTT TATCACACTT AAATTCCTAA COCAGTCACC 2580 
2581 CACCCTCTAT GAAATCTAAC A A TQCOCTCA TCCTCATCCT CCGCAOCCTC AOCCT0CATC 2640 
2641 CTCTACCCAT ACCCTTCCTT ATOCOCCT A C TCCCCCCCCT CTTCCCCCAT ATCCTCCATT 2700 
2701 CCCACACCAT CCCCACICAC TATCCCCTCC TCCTACCGCT ATATCCCTTC ATOCAATTTC 2760 
2761 TATO OOCACC CCTTCTCGGA CCACTCTCCG AOCCCT7TCC CCCCCCCCCA CTCCTCCTCC 2620 
2821 CTTCOCTACT TCCACCCACT ATCCACTACG OGATCATCCC GACCACACCC CTCCTGTCCA 2880 
2881 TCTATCCAAT CTAAATCTAA CTTAAAATCT CTAAATAATT AAATAACTCC CACTTTCTCC 2940 
2941 ATACCAACCT TAACAOCATT GCGGTGAGCA TCTACACCTT CAACAGCAOC CAGATCCATC 3000 
3001 ACTCCTTCCC CAATATCTTT CAGTCCCTCA OGACTTACCT CTTCTGAACT CATCAACTTC 3060 
3061 TOCAAC CTTC CACTCTTAAC TCCOCTCTAT TCACOCCCAT ATOCCTACCT TGCCAAACTC 3120 
3121 TCCTTCCTAC CCGACGAGTA ATCTCCACAA CTCTCTCCAG ACTAGGCACC AACAAACACA 3180 
3181 CATC CACCCT CTTCTACTTC ATCAACATAA GAAGAACCAT TCTCCATTTC CACCATCAAG 3240 
3241 TCTTCACCAC CGTACTGATT OCACATTTCC AAAGCCTCCT CCTACCTTCC AACCCATACC 3300 
3301 CTTCTACACT CTCCAATACA CTTCCCTACA ATTTCAACCC TTCCCAACTC CACACCTTCC 3360 
3361 TTCTCAACAC CATCTTCAAT TCTCCCAACC TCCTTCTCTC TCATATCCAC AGCCAACACA 3420 
3421 ATCACCTCCG AATCAATACC ATGTTCACCT TCACACAGAA CCTCTGAGCC AACCAAATCT 3 4 BO 
3481 CCATCACCCT ATTTATCACC AATAACTACA ACTTCAGAAC CCCCACCACC CATCTCAATA 3S40 
3541 CTACACACCC CTCATCTCTC ATTTTCAACC ATCATCTTCC CACCACTAAC CAACTCCTTT 3600 
3601 CCTCCACCAA ATATTTTCTC ACACTTACCA ACACTXTCTC TTCCCTAACC CATAGCACCT 3660 
3661 ACTCCCTCCC CCCCTCCTCC TACCACCATA CACTTACCAC CAACCTTCTG CCCAACGTAC 3720 
3721 ATCACTTCTC CCCTAACCCT ACCATCCTTC TTACCTGCAC ATCCAAAAAC AATTTCTTTC 3780 
37 81 CAACCACCAA CTTTGCCACC AACACCCACC ATCACGCAAC TCCAACCCAG AATTCCCCTT 3840 



WO 97/28273 




3841 OCACCAOOAA TATAGftGOCC AACTTTCTCA 
3901 CGAOGCCAAQ TCTCAACTIXJ CAACOTCTCC 
3951 1XATC1ATAG AOAOATCAAT OOCPCTCTTA 
4021 OGGAAAOGAO CTTCIAACAC ACCTOTCTXC 
4081 TCTAAAACCO CTTTOTCACC ATTTTOAOQA 
4141 ATAATCTCTT OOOTTTXCTO GAXAGGACCA 
4201 OeCTTACAAA CCTCAATTTT CCACAATTCA 
4261 TTOGATTCTr CTTTAGOTTO ' UClllUUll 
4321 CTCACCTTTA CGCACTTCAT ATCGACCTTT 
4381 TTCO CACATC TAACTAATCC AAAATAAAAT 
4441 TTCCATTTAG CTTCTOCAAC 7TCATCAQCT 
4S01 TOCTOGTCAA ATAAOOOTTT COTATAAOAA 
4S61 AAOGTGCCTT OCATGOCXCT AACAOCCTTT 
4421 TCACAGAAAC CAACACCTBT TOVltAACC 
4481 AAT70GATAC CCAGCAACTT 1T UA W1 UL T 
4741 1GACGACGAG ATTGGTAjQAC TOCAGTTTCT 
4801 GACGACTACA CCAGGOCCAA OQACTAATTA 
4861 OC ATDCG GGC CCTCAOTACT CAAAGAOGCC 
4921 ACATCTTCAC AAACTTOOTA TTCAGTAGTC 
4981 CCAGAAGCAA CACTGOAAGT CACA7CXACC 
5041 CTTCTACTAC CGCCATTACT CAAACTTTTC 
5101 CC CATACTAC CATTAOCOCG CAAGGATGCA 
5161 CTAGCCCCTC CGATCATCCT TTGGACAACT 
5221 TCATTCATAC ^TTATTOTA CAACTTOAGC 
5281 TCTCTAACCC ATGACTCAAC TTGCACATTA 
5341 ATCAGGTTCT GCACCTCCTC AGGACCATAG 
5401 CAATTATCAA ACTCTOCAAC ACTTCCCTAT 
5461 CTCCCACACT CACTGTACTC TTGACAAATT 
S521 AGTCATCACG ACATCCTCTA CCCCCGACGC 
5581 CGCCCCACAC CTCCCCTTGC TCOCCCCTAT 
5641 CCTCGCCACT TCGCCCTCAT GACCCCTTCT 
S701 OCCCGCCCAC TCTTUUUXSC CAtCTCCTTC 
5761 AACGGCCTCA ACCTACTACT OGGCT UCT 1C 
SB21 g CACTA TCTA TCATTOGAAC TATCCGAATC 
5881 TCiiwATCA CATTATOOCC AACTAAACCA 
5941 TCTGACTTTT CCTCATCAGT AGACTOCAAC 
6001 ATCTCCTTCT T CGAG ACACT AAATCAAGTC 
4061 ACAAACTTCT TCTTTCCAAC TTTTTCCCTC 
6121 TOOOCTACCA ATCCAOCOOO CAAATOCTTA 
6181 TTCTAGATAC TCATGCCAAC TTCACTGACA 
6241 TCCACACAAA TCAAACTTCT TTCTCTACTA 
6301 ACAATACTCT CCTCCTCTTT TCACCTCATC 
6361 AATAATCTTG ACGACOCAAG CCCATAAATA 
6421 AAOCAC AACT ATCTCTCCCT CTATTAAACC 
6481 ACTTCACGCC CACTATCTTC TTTTACACAA 
6541 TACOCTCATT TTAAACCTCA AATTTATCTC 
6601 ACGGTCAAAA CCTCTGACAC ATCCACCTCC 
6661 ATGCCCCCAC CACACAAGCC CCTCACCCCC 
6721 CACCCATCAC CCACTCACGT ACCGATACCC 
6781 AGAGCACATT GTACTGAOAC TGCACCATAT 
6841 GACAAAATAC CGCATCACGC UfltnTUUUC 
6901 CCTTCCGCTC CCCCCAGCCC TATCAGCTCA 
6961 ATCAGCGCAT AACGCAGGAA AOAACATCTC 
7021 TAAAAAGGCC CCCTTCCTCC CCTTTITCCA 
7081 AAATCGACCC TCAACTCAGA OGTOGOGEAAA 
7141 TTOOOCrCCA ACCTCCCTCG TQCCCPCTCC 
7201 CTCOOCCTTT CTCCCTTCCO CAAGC C TC C C 
7261 CACTTCGCTC TAGCTCGTTC OCTOCAACCT 
7321 CCACCCCTGC CCCTTATOCC CTAACTATCC 
7381 ATCCCCACTC CCACCACOCA CTCGTAACAG 
7441 TACAGACTTC TTCAAGTCCT GCCCTAACTA 
7501 CTCCGCTCTC CTCAAOCCAC TTACCTTCCC 
7561 ACAAACCACC CCTCGTAGCC mUiTlTITI 1 
7621 AAAACCATCT CAACAAGATC CTTTCATCTT 
76B1 AAACTCACCT TAACCGATTT TCGTCATCAC 
7741 TTTaaAttaa aaacgaagtt ttaaaccaat 
7601 cage caeca a tgectaatea gtffaggcacc 
7B6i catagtcgcc tgactccccg tegegtagat 
7921 ccccagcgct ccaatgatac cgcgagaccc 
7981 AMccagcca geeggaaggg ccgagcgcag 
8041 ccagtccatc aattgttgcc Otfgaagccag 
8101 caacgctgtt 



gccaccgctg caggcaccgc 



83KORCTXO CAAAAOQACA OCAGACTACA 3900 
Ul'JIAUHUAO CTTCATOQAA lTlUCllMCQ 3960 
ACCTIATCTO OCAATTOCAT AAGTTOCTCT 4020 
AAACCUACTC CATCAAACTT tAJCAOTTACIF 4080 
ACATTCTCCA CAATTCCTTT GACTAATTCC 4140 
COXAGGOCAT CTTCAATTTC ViUlliAGCAO 4200 
ATACCACCTT CAGAAOCCAC TTCTTTAOBT 4260 
TAtOCTOOCT TGCCATCTCC lTlUL'lTCTA 4320 
ctctccacct CCTCCAAOOT CACACOCTAC 4380 
AACTCAOCAC ATTCCCAGCC TATATCTTDC 4440 
TCCTCCCTAA TTTTACCG1T CAACAAAACT 4500 
OCTTQTXJQAO CATTOC1CTT ACCATCCCAC 4560 
CATTOCCCAA AAGAGGAACT OOCTTCCAAC 4620 
ACAAATTTCA AOCACTCTCC ATCAGAAIOC 4680 
GCAOATCTAO GA0CTT1ATA OCACAAAOCG 4740 
CTOCTTATAO OCTCCOOAAT AGACTTTTTO 4800 
GAAGACTCAC CCACCAAAGT AGTCAATACA 4860 
AACAAAATXT GACTGACAGG GAACTTTIT5 4920 
A A TTQ0D GA C CATCAATAAT GGGGATTATA 4960 
AACTTTOOGC TCICAGAAAA AGCATAAACA 5040 
AAATC0COCA CTGGAGAACA AAAAGCCACA 5100 
ACTTTATCAA CCAGCCTCCT ATAGATAACC 5160 
CTTTCTCCCA AATCTAGCTC CAAAATCACT 5220 
AAGTTGTCCA TCACCTCCTC AAATTGCTCC 5280 
ACTTCAAOCT CAGTCCATTC ACTCAACTTC 5340 
GCAAACACCC CTTTTOCTAC CAAACTCAAC 5400 
CCACCTACCA AGGGAAATGT CATACTTGAA 5460 
CTGAA0CCCT ATTTTTATTA TCACTGACTC 5520 
ATCCTCCCCg acctgeaggt cCCCATCACC 5580 
ATCCCCCACA TCACCCATCC CCAAGATOCG 5640 
TXCGCOCTCC CTATCCTCCC ACCCCCCCT C 5700 
CATCCACCAT TCCTTCCGCC OOCCQTCCTC 5760 
CTAATOCACC ACTCCGATAA COCACAGOCT S820 
CTCATACCCG CATTCTTCAG TCTCTTGAGG 5880 
AOCCCAGGAC CAGATTTCAT GCTAAATTTC 5940 
tGTCACACTA TCTCGCTTAT CACACCAGAA 6000 
OCACCAATAA AGAAATCCTT CTTATCAOCA 6060 
OCTTGAACTA TAAAATCTAC ACTCCATATC 6120 
CCTTCTCCAC CTTCAACACC TATCTAGOCT 6180 
ACGTTCCTAT TTCCTTCAAA CCATTCCCAA 6240 
TTGATCCAAC OCAGTCC G GT CTTCAAACTC 6300 
TTTGTATCAA TAAATCTACT CTTTCATCTA 6360 
OCCAAATCTA AAACTCTTTT AAAACGTTAA 6420 
CCAAATCACC TCCTAGTCTC ATCCTCATCA 648P 
ATTTOCGCAC ATGCGATATC CAGAAAAAGG 6540 
AACATCTCTC CCTCCCCCCT TTCCCTCATC 6600 
OGCAGACCGT CACACCTTCT CTCTAACOCC 6660 
CCTCAOCCGC TCTTCGCCCC TCTCCCCCCC 6720 
GACTCTATAC TCCCTTAACT ATCCCCCATC 6780 
GCGGTCTCAA ATACCCCACA GATCCGTAAG 6840 
T TCC1CU.TI ' ACTCACTCCC TGCCCTCCGT 6900 
CTCAAACCCC CTAATACCCT TATCCACACA 6960 
AGCAAAACGC CACCAAAACC CCACGAAOCG 7020 
•TAGCCTCCCC CCCCCTCACG ACCATCACAA 7080 
CCCGACACCA CTATAAACAT AOCACGCCTT 7140 
TCTTCCCACC CTGCCCCTTA COCCATAOCT 7200 
CCTTPCTCAA TCCTCACOCT CTAGGTATCT 7260 
O G CCTOlVl t; CACGAACCCC CCCTTCACCC 7320 
TCTTCACTCC AACCCCCTAA CACACGACTT 7380 
CATTAOCACA CCGAGGTATG TAGCCCC TCC 7440 
CGCCTACACT AGAACCACAG TATTTCCTAT 7500 
AAAAACACTT GGTACCTCTT CATCCCOCAA 7560 
TCTTTCCAAG CACCAGATTA CCCCCAGAAA 7620 
TTCTACCCCG TCTCACCCTC ACTCGAACCA 7680 
ATTATCAAAA AGGATCTTCA CCTAGATCCT 7740 
ccaaagtaca catgagtaaa cteggtctga 7800 
tatctcagcg acccgtccac ctcgttcatc 7860 
aactacgata egggaggget taccacctgg 7920 
acgctcaceg gctccagatt caccagcaat 7980 
aagcggcccc gcaactttat ccgcctccat 8040 
agcaagtagc ccgccagtca atagtctgeg 8100 
ggcgtcacgc tcgtcgctcg gcatggcctc 8160 
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•16 1» a ttc « g c t c c 
•331 aocgyttagc 
•201 «eteatggct 
•341 fctccgtgact 
•401 ttffcecfctac 
•461 acfccateatt 
3521 atccaffttco 
•581 cagcgtttct 
3641 gacacggaaa 
3701 gggteattgt 
3761 ggttccycyc 
3021 gacattaacc 
38B1 CATCTTTCAC 
3941 ATCGOGAACA 
I 10 
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31 



tcctteggte 



ggtgagtaet 
cogaoaccM 

OOMAtCfftt 

atgtaaccca 
gggtoapcaa 
tgttgaatac 
ctcatgagcg 
acatctcccc 
tataaaaata 
AGCTTATCAT 
CTGAAAAATA 
I 20 



gafrra aqgc u agttacatga eoocecatgrt tgtgoaaaaa 3220 
cteogatogt tgtcapaagt aagttggcog cagtgttaee «28 

tg raraat tc eeetactgte atgecatocg eaagatgctfc 9240 

caaccaagtc attctaagaa eagtpeatgc g gcpao c ga g 3400 

cacpggataa taceffopcca eatagcaoaa cCCtaaaagc 0460 

c&tcggggcp aaaactccca aggatcttac egctgtcgag 0520 

ctogfctfcaec caactaatct tcagcaectt ttactfctcac 0S3C 

aaacaggaag gcaaaatgcc gcaaaaaagg gaatacgggc 0640 

tcatactctt cctttttcaa tattaetgaa ecattcatca 3700 

gatacatact tgaatgtatfc cagaaaaata aaoaaacagg 3760 

gaaaagcgcc acctgacgtc taagaaacca ttattatcat 0820 

ggcgtatcac gaggcccctt cgtctteaaG AATTAATTCT 0380 

OQ ATAAO CTC ACTCATCTTC CTTATTCTCAA ATAOAOGCAG 8940 

ACACTTATTA TTCG 8974 
I 30 I 40 I 50 t 60 
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1 AGATCTAACA TCCAAAGACO AAAOGTTOAA 
61 CTOCATTCTC ACACATAACT G0CAAA00CA 
121 TCCAAACGCA C0AOCTDC AC T CLH W CI C 
181 A CC CCA CTTA TTOOOCTTCA TTOCAOCTCC 
341 ACACCATGAC TTTATTAOCC TOCTATOCT 
301 TTTCCOAATG CAACAACCTC OQCATTACAC 
361 AGTGTGGGGT CAAATACTTT CATCTTOCCc 
421 CTCTTOOAAC CTAATATQAC AAAAOCOTCA 
481 TTCAAATGCT AACOOCCACT TGCTCAAAAA 
S41 CAiVmCUT ATTGATTGAC CAATP C1CAA 
€01 CTCTATOCCT ItimAAQOOC -GTGOC A Ct H * 
€61 TTTTGCATCA TTATCCATTO TcTCCACATT 
721 OCTCATACCC TAACCTTCAT CXTCAAAATT 
781 ATATAAACAC AAGCAACCTG OCCTCTCTTA 
841 ACTTTCATAA TTCCGACPCC TtOCAATTCA 
901 CAACTTGAGA ACATCAAAAA ACAACTAATT 
961 TCAATTTTTA CTCCACTTTT ATTCGCACCA 
1021 ACAACACAAC ATCAAACCCC ACAAATTCCC 
1081 CAACCCCATT TCCATCTTCC TCTTTTCOCA 
1141 TTTATAAATA CTACTATTCC CACCATTCCT 
1201 AGAGAGCCTC AACCTTACCT ACAATTCgac 
1261 gttgagactt cccgctctgt atttcaceag 
1321 Accggcatcg ttgatttggg ttcgaaaatc 
1381 ggcctgaaag ccatttggea ffgttgagcaa 
1441 tggggcaacc gccaatcctt catcggcttg 
IS 01 cgtttgaaca gcgtectgaa agacacoggc 
1561 tatttgggtg taaacaaaat tgccgaaccc 
1621 tcteccgaat ttgccgg c ct cagcggcagc 
1681 agacataaca gcyaatctta ccacgccggc 
1741 eaatatggcg gtgcctataa aagacatcat 
1801 taccagattc accgtttggt cagcggttac 
1861 gcacagcaac aagacgcgaa actgactgat 
1921 gttgccgcta ccttggcata ccgcttoggc 
1981 ggcttcaaag gtttggttga tgatgcagac 
2041 ggtgcggaat acgaettctc caaacgcact 
2101 gaaggcaaag gcgaaaacaa at teg tag eg 
2161 tCCtaaCCTA CCGCCGCCCC CAATTAATTC 
2221 TTCCCCACTT ACGAGAACAC C UUTLITCC T 
2281 ATTTOCCTCA CACATCCACC CTTCATTTTT 
2341 TACCATTTTT TTTGTCATTT TGTITC TT C1 
2401 CCCAOCTCAT GAATATCTTC TOCTACOCCT 
2461 CTTCCTATTT CCCACTCCTC TICACACTAC 
2521 ACCTTATCCA TAACCTTTAA TCCGGTACTT 
2581 CACCGTCTAT CAAATCTAAC AATGCGCTCA 
2641 CTCTACCCAT AGCCTTOCTT ATQCCQGT A C 
2701 CCCACACCAT CCCCACTCAC T A TOCOCT C C 
2761 TATCCCCACC CCTTCTCOCA CCACTCTCCC 
2821 CTTCCCTACr TGCACCCACT ATCGACTACG 
2B81 TCTATCGAAT CTAAATCTAA CTTAAAATCT 
2941 ATACCAACCT TAACACCATT CCCGTCAGCA 
3001 ACTCCTTCCC CAATATCTTT CACTCCCTCA 
3061 TGGAAGGTTC CACTCTTAAC TCCCCTGTAT 
3121 TGCTTCGTAC CCGAGCACTA ATCTCCACAA 
3181 CATCCACCCT CTTGTACTTC ATCAACATAA 
3241 TCTTCACCAC CCTACTCATT CCACATTPCC 
3301 CTTGTAGAGT CTCCAATACA CTTGCGTACA 
3361 TTCTGAACAC CATCTTCAAT TCTC C CAACC 
3421 ATCACCTCCG AATCAATACC ATCTTCACCT 
3481 CCATCAOCCT ATTTATCACC AATAACTACA 
3541 CTACACACCC CTCATCTCTC ATTTTCAACC 
3601 CCTCCACCAA ATATTTTCTC ACACTTACCA 
3661 ACTCOCTCCC CCCCTCCTCC TACCACCATA 
3721 ATCACTTCTC CCCTAACCCT ACCATCCTTC 
37 Bl CAACCACCAA CTTTCOCACC AACACCCACC 



| 40 I 50 I 60 

TCAAACCTTT TTOOCATCCC ACATOC ACAQ 60 
ACACCAGCCC ATACACTACC ACCACACOCT 120 
CTCAACAOCC ACTTTTOOCA TOGAAAAACC 180 
CTCATTOCAA TTOCTTCIAT TAOCCTACTA 240 
UXOCCCCTG CCGAOCtTCA TCTTTCTtTA 300 
CCCAACATCA CTCCACATCA COC niLItt 360 
AAATGOCCCA AAACTG&CAG TTTAAAOCCT 420 
TCTCATOCAA GATQAACTAA Ui riU*U01 480 
CAAACTOCA AAACT000CA TAOOCSTTtCT 540 
AAATAATCTC ATTAAT0CTT ACCCCACTCT 600 
TCCCGAAACC CAAATGOCCA AACttCCCOCT 660 
UT A TUCT WX AAGATTCTCC TOCOAATACT 720 
TAACTCTTCT AACCCCTACT TCACAOcAAT 780 
AACCTTTTTT TTTATCATCA TTATTACCTT 840 
CAACCITTTC ATTTTAACCA CTTTTAAOCA 900 
ATTCGAACCA TCCAAAOGat gACATTTOCT 960 
TCCTOCOCAT TAGCTCCTCC ACTCAACACT 1020 
OCTGAAGCTC TCATCCCTTA CTCAGATTTA 1080 
TTTTCCAACA CCACAAATAA CGCGTTATTC 1140 
GCTAAAGAAG AAGCGGTATC TCTCGAGAAA 1200 
gtcactttgt aeggtactat caaggctggt 1260 
aacggccaag Ctactgaagt tacaaccgct 1320 
ggcttcaaag gecaagaaga ccccggtaac 1380 
aaagcatcta ccgccggtac tgactccggt 1440 
aaaggoggct teggtaaatt gcgcgtcggt 1500 
gacatcaatc cttgggatag caaaagegae 1S60 
gaggcacgcc teatttcegt acgctacgac 1620 
gtacaatacg egcttaaega caatgeagge 1680' 
ctcaactaca aaaacggtgg ettcttegtg 1740 
caagtgcaag agggcttgaa tattgagaaa 1800 
gacaatgatg ccctgtacgc ttccgtagcc 1860 
gcttccaatt cgcacaactc ccaaaccgaa 1920 
aaegtaaege cccgagtttc ttacgcccac 1980 
ataggcaacg aatacgacca agtggttgtc 2040 
tetgecttgg tttctgeegg ttggttgcaa 2100 
actgccggcg gtgtcggtct gcgccacaaa 2160 
CCCTTACACA TGACTCTTCC TCAGTTCAAC 2220 
AGATTCTAAT CAAGACCATG TCACAATCCC 2280 
GATACTTTTT TATTTGTAAC CTATATAGTA 2340 
CGTACCACCT TCCTCCTCAT CACCCTATCT 2400 
TTGGCAAAAT CATTCCAGTT TCATGTTTTT 2460 
ACAAGATTAA CTGAGAAGTT CCTTTCTOCA 2520 
TATCACAGTT AAATTCCTAA CCCAGTCACG 2580 
TCGTCATCCT OGCCAOOGTC ACCCTOGATC 2640 
TC CCG OG C CT CTTGCCCCAT ATCGTCCATT 2700 
TCCTAOCCCT ATATCCCTTG ATGCAATTTC 2760 
ACCOCTtTCO CCCCCCCCCA U l lX TOCTC C 2820 
OCATCATGCC CACCACACCC CTCCTGT0CA 2880 
CTAAATAATT AAATAACTOC CACTTPCTCC 2940 
TCTAGACCTT CAACACCACC CAGATCCATC 3000 
CCACTTACCT CTTCTCAACT GATCAACTTC 3060 
TGACGGCCAT ATCCGTACGT TCCCAAAGTC 3120 
CTCTCTCCAC ACTAOOCACC AACAAACACA 3180 
CAACAACCAT TCTCCATTTG GACGATCAAG 3240 
AAACCCTCCT CCTAGGTTGC AACCGATACC 3300 
ATTTCAACCC TTCGCAACTC CACACCTTCC 3360 
TCCTTCTCTC TCATATCCAC ACCCAACAGA 3420 
TCACACACAA OGTCTGAGCC AACCAAATCT 3480 
ACTTCAGAAC OCCCAGCAGC CATCTCAATA 3540 
ATCATCTTCC CACCACTAAC CAACTCCTTT 3600 
ACAGTTTCTG TTCCCTAACC CATAGCAGCT 3660 
CACTTACCAC CAACCTTCTC COCAACGTAC 3720 
TTACCTGCAC ATCCAAAAAC AATTTCTTTC 37 B0 
ATCACGCAAC TCGAACGCAC AATTCCCCTT 3840 



WO 97/28273 



am ccjuxagcaa TAXMouaocc Aacmoci 

3901 CCAGCCCAAC TCTCAACTTO O^OIte 
»61 TTATCTATAO ACAOATCAAT OO^n 
402* CGCAAACGAG CTTCTAACAC Hi lllim Tii 

ss 

4141 ATAMCTCTT eo Oimt T U GKEMXttOOA 
* J CCTCMOTTT OCACAATTCA 

-^1 TTCCATTCTT CTTTA00RO l T CCriUTO 
4321 CTGACCTTTA CCCACTTCAT ATCCMOXTT 
4381 TTOCCACATC TAACTAATOC AAAATAAAAT 
4441 TTCCATTTAC CTTCTOCAAO TTCATCAQCT 
4501 TCCTCCTCAA ATAACCCTTT GQTATAAOAA 
4561 AAOCTCCCTT CCATOCCICT AAOACCCTTT 
4621 TCACAGAAAC CAACACCTOT TOTTCAACC 
46B1 AATTCGATAC CCAOGAACTT limumULT 
4741 TGACCACGAC ATTCOTAOAC TOGAGTT7GT 
4601 CACCACTACA CCACCCOCAA CGACTAATrA 
4B61 CCATOOGCCC CCTCAQTACT CAAAGAOCOC 
4921 ACATCTTCAG AAACTTOOTA TTCACTAGTC 
4981 CCACAAGCAA CAGTCCAACT CACATCIACC 
5041 CTTCTACTAC CCCCATTACT CAAACTXTTC 
S101 GCGATACTAG CATTAGCOGO CAAOGATGCA 
5161 CTAGCCCCTG CGATCATCCT TTCGACAACT 
S221 TCA TTGATAC CATTATTCTA CAACTTCACC 
5281 TCTCTAACCC ATGACTCAAC TTCCACATTA 
5341 ATCACCTTCT CCACCTCCTC ACCACCATAC 
5401 CAATTATCAA ACTCTOCAAC ACTPCCCTAT 
5461 CTCCCACACT GACTGTAGTC TTCAGAAATT 
5521 ACTCATCACC AGATOCTCTA OGCCCGACCC 
5581 CCCTCACCTC TCCCTOCTCA AGAACCTCTT 
5641 TCATOCAGCC AGAAACTCAG GCAGOCACCC 
5701 TTCCTG ATTT TCAACTTrTO CTTTOOCACC 
5761 ATCTCATCCT TCAACTCAGC AAAAGTTCCA 
5821 TCAGCGTAAT CCTCTGCCAC TGTTACAACC 
5881 CCACCATCAA ATGAAACTCC AATTTATTCA 
5941 AAAOCCCTTT CTCTAATCAA CCAGAAAACT 
6001 CCTGGTATCC CTCTGCCATT COCACTCCTC 
6061 CCTCAAAAAT AAGCTTATCA ACTGAOAAAT 
6121 ATCGCAAAAG CTTATCCATT TCTTTCCAGA 
6181 CATCAAAATC ACTCCCA1CA ACCAAAOOCT 
6241 CAAATACCCG ATCCCTOTTA AAAGCACAAT 
6301 CCAACACTCC CACCCCATCA ACAATATTTT 
6361 CGAATCCTCT 
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fcTA O OfUH U CAAAAQgAC A OCAOACPtCA 3900 
BTTAOTTQAG CTTCATOQAA 11HJL.1UACO 3960 
ACGTTATCTG CCAATTaCAT AAOTTCCTCT 4080 
AAAOCCACTC CATCAAACTT COCACTTAGT 4080 
ACA TTOTO CA CA AI I UUIT CACTAATTCC 4140 
OGAAOGCCAT CTTCAATTTC T7STQAOBAG 4200 
A TACCACCTT CACAACCCAC TTCTTTAOCT 4260 
TATCCTCOCT TCGCATCTCC 



TTTCCOGCGC ATCCCAGTCC 

6421 TAAAATGCTT CATCCTCCCA AGAGGCATAA 
6481 CATCTCTAAC ATCATTCGCA ACGCTAOCTT 
6541 C CC CCTTCC C ATACAATCCA TAGATTCICC 
6601 ATTTATACCC ATATAAATCA CCATCCATCT 
6661 TT TCCCCT TG AATATGGCTC ATAACACCCC 
6721 TTATTCTTCA TGATCATATA TTTTTATCTT 
6781 CAACCTUiCT TTCCCOCCCC CCCCTCCACG 
6841 CTCGCCCCTA TATCCCCCAC ATCACCCATC 
6901 TGACCCCTTC TTTCCOCCTG GCTATOCTCC 
6961 CCATCTCCTT CCATCCACCA TTCCTTCCCC 
7021 TCGCCTCCTT CCTAATCCAG GACTCOCATA 
7081 CTATCCGAAT CCTCATACCC GCATTC1TCA 
7141 CAACTAAACC AACCOGAGCA CCACATTTCA 
7201 TACACTCCAA CTCTGACACT ATCTCOGTTA 
7261 TAAATGA ACT CCCACCAATA AAGAAATCCT 
7321 CTlU luw CCCTTCAACT ATAAAATCTA 
7381 CCAAATCCTT ACCTTCTCGA CCTTCAACAC 
7441 CTTCACTGAC AACCTTCCTA TTTCGTTCAA 
7501 TTTCTCTACT ATTCATCCAA CCCAGTOCCG 
7561 TPGACCTCAT CTTTCTATCA ATAAATCTAC 
7621 CCCCATAAAT ACCCAAATCT AAAACTCTTT 
7681 TCTATT AAAC CCCAAATCAC CTCGTAGTCT 
7741 CTTTTACACA AATTTOCCGA CATGCCATAT 
7801 AAATTTATCT CAACATCTCT OCCTCCCCCC 
7861 CATCCACCTC CCCCACACCG TCACACCTTC 
7921 CCCTCAGCCC CCCTCACCCC CTCTTCGCCC 
7981 TAGCGATACC CGACTCTATA CTCCCTTAAC 
8041 CTOCACCATA TCCCCTCTCA AATACCOCAC 
8101 CCCTCTTCCC CTTXTCTCCCT CACTCACTCC 



TTTCCTTCTA 4320 
Cl l T UCA C Vr OCTCCAACCT CACACCCTAC 4380 
AAGTC AOCAC ATPCC CAOGC TATATCTTCC 4440 
TOCTOXTA A TTTTAOOCTT CAACAAAACT 4500 
CCTTCTOOAC CATTGCTCTT ACOATCCCAC 4560 
GATT000CAA AACAGGAAGT CCCTTOCaAC 4620 
ACAAATTTCA ACCACTCTCC ATCACAATCC 4680 
CCACATCTAC CACCTTTATA CCACAAACCC 4740 
11U.UATAC OCTOCCGAAT AGACTTTTTG 4800 
CAAGAGTCAG OCACCAAAGT ACTCAATACA 4860 
AACAAAATTT CACTGACAGC CAACTTTTTG 4920 
A ATPOOCCA C CATCAATAAT CGGGATTATA 4980 
AACTTTOCCQ TCTCAGAAAA ACCATAAACA 5040 
AAATCOCCCA GTCGACAACA AAAACCCACA 5100 
ACTT TATCAA CCACCCTCCT ATACATAAOC 5160 
CTTTCTCCCA AATCTAGGTC CAAAATCACT 5220 
AACTTOTCCA TCA G CTOCTC AAATTCCTCC 5280 
ACTTGAAOCT CACTCCATTC AGTGAACTTC 5340 
CGAAACACCC CTTTTCCTAC CAAACTCAAC 5400 
GCAGGTAGGA AGGCAAATGT CATACTTGAA 5460 
CTGAAOCCCT ATTTTTATTA TCAGTCACTC S520 
ATCCTCCCCC ACCTCCACC? QQQQQQgQgG 5580 
CCTCACTCAT ACCAOCCCTC AATCCCCCCA 5640 
TTCATCACAC CTTTCTTGTA ^CCTGCACCAG 5700 
CAACCCTCTC CCTTCTCGGC AACATCCCTC 5760 
TTTATTCAAC AAAGCCOCCC TCCCCTCAAC 5820 
AATTAACCAA TTCTC A TTAG AAAAACTCAT 5880 
TATCAOGATT ATCAATACCA TATTTTTCAA 5940 
CACCCACCCA GTTCCATACG ATCGCAAGAT 6000 
GAACATCAAT ACAACCTATT AATTTCCCCT 6060 
CACCATGACT CACCACTCAA TCCCCTGACA 6120 
CTTCTTCAAC ACCCCACCCA TTACCCTCCT 6180 
TATTCATTCC TCATTCCCCC TGACCCACAC 6240 
TACAAACAGC AATCCAATCC AACCCCCCCA 6300 
CACCTCAATC AGCATATTCT TCTAATACCT 6360 
TCACTAACCA TCCATCATCA GCAGTACCCA 6420 
A TTCCCT CA C CCACTTTAGT CTCACCATCT 6480 
TCCCATCTTT CAGAAACAAC TCTCCCCCAT 6540 
CACCTCATTC CCCCACATTA TCCCCAGCCC 6600 
TGCAATTTAA TCCCCCCCTC CACCAACACG 6660 
TTGTATTACT CTTTATGTAA CCACACACTT 6720 
CTCCAATCTA ACATCAGAGA TTTTGACACA 6780 
TCGCCATCAC CGCCCCGACA CtnCCCGTTG 6840 
GCGAACATCC CQCTCGO L AC TTCGCGCTCA 6900 
CAGGCCCCCT CCCCCGGCCA CTCTTGGCCG 6960 
CGCCGCTGCT CAACCCCCTC AACCTACTAC 7020 
AGGGAGACCC TCCACTATCT ATCATTCGAA 7080 
CTCTCTTCAC CTCTCCTATC ACATTATOCC 7140 
TCGTAAATTT CTCTCACTTT TOCTCATCAC 7200 
TCACACCACA AATCTCCTTC TTCCACACAC 7260 
TCTTATCACC AACAAACTTC TTCTTTCCAA 7320 
CAGTCCATAT CTCCCGTACC AATGCAGCGG 7380 
CTATCTAGGC TTTCTACATA CTCATOCCAA 7440 
ACCATTCCGA ATCCAGACAA ATCAAACTTC 7500 
TCTTCAAACT CACAATACTC TjCCTCl'lim' 7560 
TCTTTCATCT AAATAATCTT CACCACCCAA 7620 
TAAAACCTTA AAACCACAAC TATCTCTCCC 7680 
CATCCTCATC AACTTCAGCC CCACTATCTT 7740 
CCACAAAAAC CTACCCTCAT TTTAAACGTC 7800 
TTTCCCTCAT CACCCTGAAA ACCTCTCACA 7860 
TCTCTAACCC CATCCCCCCA CCACACAACC 7920 
CTCTCOCCCC OCACCCATCA CCCACTCACC 7980 
TATCCOCCAT CACACCACAT TCTACTCACA 8040 
ACATCCCTAA CGACAAAATA CCCCATCAGC 8100 
CTCCCCTCCC TCCTTCCCCT CCCCCCACCC 8160 
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•161 CEATCAGCTC ACTCAAAGCC CCTAATACCC 
6321 * AflAACATCT CAOCAAAAGO CCfcOGUAAC 
•281 OCOI11 TAUC ASKO0CTO00 OOCCOCTCAC 
•341 ACCTOCOCAA ACOCCACAOO ACTATAAACA 
•401 GTOCCCTCTC CTOTTOCOAC CCTOOOCCTT 
•461 OC AA G CCT PC OOCTTTCXCA A TOCT CA OCC 
•521 OOCTCCAACC T GC GCICICT CCACCAAOCC 
•SB1 CCTAACTATC CTCTTCACIC CAACCCOCTA 
•641 ACTCCTAACA OGATTAOCAG AOCCACCTAT 
•701 T OOCL ' A ' A ACT ACCCCTACAC TAOAAGOACA 
•761 CTTACCTTCC GAAAAAGAOT TCOTAOCTCT 
•821 OGTGGTTTTT TTCTTTOCAA OCAOCAOATT 
•881 OCTTTGATCT TTTCTAOGGG GICTGAOOCT 
•941 TTGGTCATCA CATTATCAAA AAOCATCTTC 
tOOl TTTAAATCAA TCTAAACTAT ATATGAOTAA 
9061 ACTCAGCCAC CTATCTCACC GATCXGTCTA 
9121 CTCCTCTACA TAACTAOQAT ACGCGAQGCC 
•181 OCOCCAGACC CACOCTCACC GCCTCCACAT 
•241 OOOGAGCOCA CAACTOCTCC TtXAACTTTA . 
•301 CGGCAACCTA CAGTAAGTAG TTCGCCAQTT 
•361 OCAGOCATCC TQGTOtCACO ClU^lCOm 
9421 CCATCAAGCC GACTTACATC ATCCCOCATC 
9481 CCTCCGATCC TTCTCAGAAC TAAGTTOGCC 
9S41 CTCCATAATT CTCTTACTCT CATGCCATCC 
9601 TCAACCAACT CATTCTOAGA ATAGTCTATC 
9661 ACACCCCATA ATACCCCCCC ACATAGCACA 
9721 TCTTCCCCGC CAAAACTCTC AAGGATCTTA 
9781 ACTCCTCCAC CCAACTCATC TTCACCATCT 
9841 AAAACACGAA CCCAAAATCC CCCAAAAAAG 
9901 CTCATACTCT TCCTTTTTCA ATATTATTCA 
9961 GGATACATAT TTCAATGTAT TTAGAAAAAT 
10021 CCAAAAGTGC CACCTCACCT CTAAGAAACC 
10081 AGCCGTATCA CCAGGCCCTT TCGTCTTCAA 
10141 TCCATAACCT CACTCATCTT OGTATTCTCA 
10201 AACACTTATT ATTCG 

I 10 t 20 I 30 
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TTATCCACAC AAXCACCOCA TAAOCCAOCA 6220 
OCCACCAACC CTAAAAACCC OAX ilT UflU 8280 
CAOCAtCACA AAAAT0GACC CTCAACTCAC 8340 
ThOCAOGOGT TT W OOCT CC AAOCTCCCIC 0400 
ACCOCATACC TU T UJUULTf ' IH UXIIW 8460 
TGTACCTATC TCACTTCGGT CTAGCTOGTT 852C 
O0CCTTCACC OCCAOOGCTC CCCCTTATCC 8560 
ACACAOCACT TATCCOCACT OCCAC CAQCC 6640 
GTAGCO0CTC CTACACACTT CTTCAAGTOC 8700 
CTATTTGCTA I U I UX CTC'1 OCPQAAGCCA 8760 
TCATCCOCCA AACAAAOCAC CGCTCCTACC 6620 
ACCCCCACAA AAAAAGGATC TCAACAAGAT 8860 
CAGTGGAACC AAAACTCACC TTAAGGGATT 6940 
ACCTAGATCC TTTTAAATTA AAAATGAAGT 9000 
ACTTOCTCTG ACAGTTACCA ATGCTTAATC 9060 
TTTOCTTCAT OCATACTTGC CTGACT000C 9120 
TTACCATCTG GCCCCACTGC TGCAATCATA 9180 
TTATCACCAA TAAACCACCC ACCCCGAACG 9240 
TPCOCCTOCA TOCACTCTAT TAATTCTTCC 9300 
AATACTTTCC CCAAOGTTCT TGOCATT0CT 9360 
CGTATOGCTT CATTCACCTC OGGTTCOCAA 9420 
TTGTGCAAAA AAGCGCTTAG ITULTOJUUT 9480 
CCACTCTTAT CACTCATGCT TATGGCAOCA 9540 
CTAAGATCCT TTTCTCTCAC TCGTCACTAC 9600 
OCCCCACCCA ITTUL l t l IC CCCCCCXrrCA 9660 
ACTTTAAAAG TOCTCATCAT TCCAAAACCT 9720 
CCCCTCTTGA CATCCACTTC CATCTAAOCC 9780 
TTTACTTTCA CCACCCTTTC TCCCTGACCA 9840 
CGAATAACCC CCACACGGAA ATCTTCAATA 9900 
AGCATTTATC ACCGTTATTC TCTCATCACC 9960 
AAACAAATAC OCCTTCCCCC CACATTTCCC 10020 
ATTATTATCA TCACATTAAC CTATAAAAAT 10080 
GAATTAATTC TCATCTTTCA CACCTTATCA 10140 
AATACACCCA CATCCGGAAC ACTGAAAAAT 10200 

10215 
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